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(57) E#:

TFo(a)~() »oBEINDIDELEDLILDODOMEEZAEIT SHTRAIL-RIE
DR2FIAE ST EDRBERIMTF © (a) TRAIL-RIKR TN/ XIZTRAIL-R2ZFEE L TW A IE
MRIC TR b= A Z2FET HEMEE2AF T 5. (D) TRAIL-RIZ T/ XIZTRAIL-R2%
ZHELTWHE FESMBICIEEE2RIZI AW, WK (¢) & FTHEREE
ZHEFELIZ N,
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HH il =
PUTRAIL-R¥FL4E

S

FFEWPEZT R b RIS T HMEESF TH 5 TRAILZ A (TRAIL-RD) X
WITRAILZZ k2 (TRAIL-R2) 2R3 T 2 HITRAILZZZA K (TRAIL-R) ¥ifkicEET 3,
S S ITAFEHIL. PITRAIL-REIARZ2E2IRD &35, TRAIL-REFRBEL TV S A
JAICIEIN T B R BIIH T 3 TR XIdRES. BICEEBEGESICET 3,

i B-¥5-20)

EERNITBENT, EETMEIZROEDICTEC S EBPYTMEEELY R N—3
ZEMEN., WEOLEEE CTHBEE (37 O0— X) LEKHNENS Kerr,
et al. (1972) Br. J. Cancer 26, 239 ZH&]. 7R +—> Xd. BREDY >
NER (THREKXOBHE) OBRBZEDBREICBVWT—RICAESNBBEETH S (I
toh, S., et al. (1991) Cell 66, 233-243%:H&] . 7R b — Ric Xk b AskHE
RN DoXREMEPFER S NN E. TONE. IV—T X, ANIVRZAT A1)V 2K
REEOFERICERS ZEMRHDEZEZLNTWNWS, £z, AEFEITEMEN
TRF—VAREDHREINTUES &, AIDS. TILYNAL T—HF. N—F >
. EMTERIREE L E. SFEEE. HIEAETME. BERBREEMm,
DIBEZE. T, BEEPECISFEELR EOKBCRECER &/ 5ESM
&5 [Kataoka, S., et al. (1996) The Oncologist 1, 399-401&M8] .

THRBR =T RICBWTIRMERT OB, %2 0% F > OEM. REKINAD
Wb, T PO RU 7 OBEHESORSNERNICEEZINS, NEE. 5+
KDL /I8 TN ORBMREOELEZS B I L TWBEEEZSNTS
D, NEED®HDEL T, mye. bel-272 EDEBME T, phIR EDENHIE G
FRTR = ADFBEIZEDO TWABIENFPEINTWS [FRAZES (19
93) ZEBRIEZ 11, 17, 2324-2328%81 . AEMES 7 FIL & LTI, {BSEEEH
PHAREED, TR R E2BETEERHGENTNS [FAZES (19
94) BHIEZE 49, 6, 1152-115788] .
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ZOXEDBRT RN RAICEET 50T &L T, BEEEFRERT-a (INF-a).
RS BEIER T~ (INF-B) . FasUH > Riz EQEBBEEET Y 73 U— (INF7 7
TV—) CETAAFREEINTWS, INF-a KO TINF-Bid3EMBEIC Y N h—
AEFEBTHEOMEMND S [Schmid, et al. (1986) Proc. Natl. Acad. Sci. 83,
1881288 ;Dealtry et al. (1987) Bur.J. Immunol. 17, 689%:H8] . <™ X DFa
sXI3FasU A FOERBERIZECRERBEDREEZET D 05, Fasu l
CENKMICBITSECHREKGED U 2N ET R — 212X DHERT 5 4
BEEHS TWS I ENH KRB IN TS [Krammer, et al. (1994) Curr. Op. Imm
unol. 6, 279-289Z%: /4 ; Nagata, et al. (1995) Science 267, 1449-1456Z%HE] .
FasliZHr BRIICHEEG T DY I AT 4 v 7R T AE/ 7 Oa—F IV HAiE. &
A L CINF-e ERBEDOT R — 2 ABEEEERT IENREINTNS
[Yonehara, et al. (1989) J.Exp.Med. 169, 1747-1756] . .

CRBOINFT 73U —4TF i, WEEEORRNSERICHETS 2 &
BRI TFNVEEEL TWS, INFV7I U —HFOZEEKTIERIM SN TS
D. WFLETF—T7 I —BFLEHIND, |

INFL TS =T 73U —DaTIE,. Ml RAAS DA T1 22Uy TFRIE
DEFEICEIVERINDSN., TOPRTHFasU H > FEWRINF-a DZEETHBDF
asEOVINFRIIE, 2w Pa oNTHRER Freaper [Golstein, P., et al. (19
95) Cell 81, 185-186ZH& ; White, K., et al. (1994) Science 264, 677-683
2R CHAEZRTEETHS TTARAA ] EFENB TR - A0
T FIVARZEICHAEOEREZMBARICED, FasOEMELIZ. TARAAS 2S5
T & T —5H5FFADD/MORTIO =& 2 L. FADD/MORTHZHE S L TWB I A/)N—F
(Caspase) -8DIEMHILZEFIER T, WEWHEMLLEDAN—E-BIZLD THROH X
N—EoFHZIEREERLL., BERBICHBEEZ 7R F—ANEE [Nagata,
S., (1997) Cell 88, 355-365&=H&],

Bit. FIOT R - AZFEEITHINFT7 7y I Y—GFAFERINZ. Viley
5 [Immunity (1995) 3, 673-682&MElix. “ 4T 2 IINFEEEY R M—2 X5
)R] OIEEIC TTRAIL) &@ms& L. 204 FiEERZ. TApo-2U 4>
RJ XX TApo-2Ly & HIFIEINTWS [Pitt, R M, et al. (1996) J.Biol. Che
m 271, 12687-12690&M]. EH E., Z D4 TRIRAILE U THHME D ClLIE

2
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R EIZT 5.

FasU A REFRABD, FER I//\‘"JI/OJTRAIUZ]:%< Dt kO THRITE
N5 WA Mg B, sisiiR. BiR. IRE. /NME. KB, SRMEmY > /NER.
R, BiK) . TLU TS DhDOMEKRICBWTEENICIEE I NS, TRAILI.
Fasic L B0 > FF I RZFICHEL T SR BBRAT. INFGEEETYRF—2X XD
DIEFWICRLS TR A 2R RITEHEEIEDZEBRINTVS, [Marster
s, S. A, et al. (1996) Curr. Biol. ‘6, 150-T52&=H] .

TRAILOZEMAREL T, BIET TICHDDY N EMNRE SN TWS, TRAIL
-R1 (DRAEHW D) KUTRAIL-RZ (DREEHWND) DZDDEZERE, &EHITTFT A
RAA > 2R EIRIC © D Z EARE S T W 5, TRATL-R1 D #A 5 EE 4 LI
FMEMBEmER. ME. BREZE0E FOLZ< oBF TRD 5N B, TRAIL-R2D
REEWIIIENE. REMILY > /NERK, REE2EICHELE. £< OMMET THR
NTWS [Pan, G., et al. (1997) Science 276, 111-113%H& ; Pan, G., et al.

(1997) Science 277, 815-818Z%H& ; Walczak, H., etal. (1997) EMBO J 16 (I
7 5386-5397Z ] . o
TRAIL-R2VWCVIZBIRBIA 751 22227 (alternative splicing) &k 2 DOHzEE
WH D, BHRICBWTITM0Y 2 JEN SRS TRAIL-R2ZOBIEBNL NI &N
WESINLTWS [Screaton, G R., et al. (1997) Curr Biol 7 (9), 693-696%
B ; Arai, T., et al. (1998) Cancer Letters 133, 197-204ZM].

M Z B FTRAILVE. TRAILOMIEAESRN SR 5B I Y NI ETHD.,
INETREBEOBEBMBICT R - A2BEITLIENMEINTWS [Gr
iffith, T. S., et al. (1998) Curr.Opin. Immunol., 10, 559-563&H&] .

5T, MEAEYE FTRAILIX. & MOXBEMEE O EMEZ BV /ZEE
TYREFINTHRERLTWS [Valczak K., et al. (1999) Nature Medici
ne 5 2, 167-163&M] . ICLKINFL &7y —T 73y —icBL. 7R b—3
ABEEEZFDOINF-aPFasU > REEFER D, TRAILBIYVARYH =27 1
YIDEFEMBRICH L TEEEZ25 X5 Z &3> 7~ [Ashkenazi, A., et al.
(1999) J. Clin. Invest. 104, 155-162ZH&] .

INSDOMEFICKD, TRAILIGEE EBIRNICGHIREZBET S EE 2 5 N2,
TRAILOZARIITEEMBEI SHE L TS OBREOHEBNEMTIIRERE N

3
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TWiaw, 51T, & Z e FRAILY E FIEERFEEMBEIC T A —2X
EHFET L eAWMESN [Jo, M, et al. (20000 Nature Medicine 6, No. 5,
664-56TZHE] . FE/o. E MIHIRICO YR b — XA EFBET B ENRESIN
7z [Nitsch, R., et al. (2000) The Lancet 356, 827-828%F&] ., IFI&AHAEIC
TR b= REFEBETDTIART 4 v ZizhiFasHiiRid, JEEICE R CTBIE
HREFBRLUITADF NPV —2IFBICES LD DENS,. TRAILOFHEIC
T DMIEEEGIIRFICREAMBEE L THEHEBZB T, TRAILZ & Mo LESR
mE L THAT 556 0ZEMICEMARITNIT S N/ [Nagata, S., (2000) Na
ture Medicine 6, 5, 502-503ZH].

TRAILOFRIRZIC R 2 I fE 05 B O F 13, I X TRAILY > /S 7 E D&
PTEITERTEL TS EOWMEBH TN TWS [Lavrence, D., et al. (2001) Natur
e Medicine 7, 4, 383-385ZHE] Y. LA TRAILY >NV B OEZEMEIXRZEWZE
DEETH S,

B, YURICEE LB IFBSE & 55 L WHFasHif oo Tl =
7= [Ichikawa, K., et al. (2000) International Immunology 12, No.4, 55
5-562ZH] . HIRIGEZF R LR NI ESFER I N/ X BFas) > RidH
S5NTWaRN, ZOHEE, UHRTREAFTERWLEEEZFDHikEzEs &
WARE/R Z &2 RBL TS, LML, ZOPERTHRICIE T RN—3 X255
BIDZTHMNDOLT, MMHEEZRIDLVONERNZERITIHS NI/
THH5T, FIZARTRAILZ EHRERP RS ERCEEDRWT I A5 4 v 7 H
KERETEDLDED DXEN TR,

TRAILIX. TRAIL-RIZE U < IXTRAIL-R2XIE NS OMAICERALTCTF R b—3
X ZBEET L8, TRAILDBAHFIRICY R b—2> R eFET 3K EOL 75 —%
ML T TFNEANDONEBELNTRo TWREW, £/, FIZATA4 v Y
PUARICTRAIL-RI/R2EFE 2T INT 2 Z & CTHEENER TE SN ESINEWVS
FHEIIN S PRI SGER ST,

EMHBEEICHL T, BflilgzkEL. EEEABIMBEEEET S ENE
7RI EFRE/L D, M A 8 FTRAILICE A7 R b— ABEZIERAKF &
T HEY T, EHRZRETE COERMEB. FICHE. McogsEziRBodd
FEMED D B,
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B, MiRELRCEETDLETY —ThH2C0D202EME L=F X THiE. He
r2/neuzEiEBE Uz e MuPLER/R E DT 7 7 00— J IVHAD, EBEEEZ2XRE
BELTHERAENTED., TOBEDRPAD SN TNWS, FiMId, i Ei
PELS, fiENOREENSNVNEWSIFHZFS., HEEHEL TRHRICERTH
5, PIZ, BEFENTHREZENE LERATHOINE. BE5 LETFERITES
WEIET 5 EAHEFIND DT, MR EENHIEEZECHEKENNREER
K5, RERATLDOBEMBICH T O2HENPRFTE S, £=. TOFEICHS
HEECHEEEMEREOERZEE L TBZEITED. BELAAEHED
RESBEEIRMICEET DI ENAEERD,. AR, EEENRMHEBRND
BHNEZEENEMATSHIET, BHEROBRBORAD I ENTES, EBEREYN
FRICHIIEEZHET DL REEN DB BERT IR T 4 v IV IREREEED
P ERE5ET25ILET. £k BEERFRENTESMBEOMBERNEFICEET S
BEEPIEEZEDIREZRE TSI E T, BEERENTPIEOERE S, Pk
DIEMHEIC X 5 EE O BIEIE OGEME AN HFE I NS,

FiEE, EROIDICEORFEMSHESHE L THERT  OIEYITH S &
EZB5ND., LHABTRAILOZAEG IR TG TH NI, Mz B FTRAILY
AETIEHEETERVWFIBEANOESEZEREL. D, BHREICH L CIREZEDO 7R
P ZABEEEEEDDLONE S NS TEEEND S,

FE O BR ,

AFHOFEIOHBE, & FTRAIL-RIZO/XidE FTRAIL-R2ICHEE TE. B
JRWCH U CTREMNICY R = AZFEL. DD, X b FTRAILY >80 8
TREZEEZSIEBIITHEEOD 2 FIEFRTFEEMBEICH LT, GBEZFHFHEL
IRWEFTHERTUE, I NICEMN L2 FE R8T L0d D, FB20 BB,
EREFE, XEENCELH LD TZ2EIRS ELTEET 2. BIEBERE
BREBEEZIICDELAAKFBESRBEOFH XIIBER2IE®RIT S EITH B,

AFEHE 51X, b FTRAIL-RIKROR2IZH T B A OESICE L THREMILL =
MR BETIFBMERNTE MEROFIGEZELTHENVEZRTDH T X
VaxZyw < UA%E FTRAIL-RIXIER2THRE L., T/ 7 O—FIFikDELEIC
BWTEHINTWE Y —5—RUOI N ay 16045 1(1975) Nature 256,
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4952 Z2ANWD Z &Ik D, FHRIRAIL-RIZR O/ IITRAIL-R2ICHEES T 5 F /
JO—FINFEEEETAINA T R—<Z2EHL., TOEELBELDEE Y
O—FIVHEZRETS5FICHKRILE. T U T. TOHRT 7 a—FILHFEE.
BHIEDOREICH DTRAIL-RIER G/ IER2ICHE L TEMBERNIC TR h—3
AHFEETLHIEERABL. REHEZERT DICTES &,

Ixbhbb. AFEHAILUTOHED TH S,

(1) TRAIL-RIJ O/ S IETRATL-R2ICH5 &3 % Hifk Ui 2 O HEBE R
LRSI T ORBERIBT X, BATD @)~ ) hsBiIEN2 02 &EH 1D
DHEEEZETHDHDDTH S,

(a) TRAIL-R1K& 08/ X IZTRAIL-R2% 563 L T\ B F LI 7 1k — 3 % % 5585
BIEMEAT S |

(b) TRAIL-R1 0%/ X IXTRAIL-R2Z FEH L T a5 bk IEMHIIEIT 8 % R IT
AR

(c) & MFIBMIREIEEZEFEFKL

FFEHIZBW T, LD @)~ () D& ToHEE=H T 5HAKXITF DOHEER
B E LW, . LR ()~ (0 OB ED 1 DOWE & AT 5 Hlk i
T OBRERIT I CTH o T, OTRAIL-R2IC 1A A3 5 2 TRAIL-R LIS 1S & L3 %
D. B 5WIEOIRAIL-R2E OTRAIL-RID T H I AT 55 Db, KEHDOHEY
XE OHERERIBTFICE £ 5,

(2 FEFEE. A - AINA T R, FlZIEE-11-13. 1-48-2, L-3
0-10. N-18-12. W-40-5. X-14-4, X-51-12. F-4-8 . G-3-10. 0304 IXKMTR1
FOEAENDE ) /U—FUBHETHD. b AR TH S EMFE LWL, -
11-13. H-48-2. L-30-10. N-18-12. W-40-5. X-14-4. X-51-12. F-4-8. 0304°C
EKNTRIIZ £ DEESNBE ) 2 O—FVHkD YA TWA A2 70T 26 (e
OBTHD. -3-10ICL VELESNBE ) 7 O—FILHURD 5 1 FikA A 2 70
TN HTHS, 2T, LRNATY R D> BH-48-2. B-11-13. F
~4-8. L-30-10. 0304%% CXKMTRIZ =N ENEESEE N THB 0. TOFEISEIT
LTFToEDTHS,
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o SHER FHEH FE e
H-48-2 FERM BP-7599 | 2001485 180 | Jhor i+ B ik A 22 2 el
B 11-13 FERM BP-7698 | 20014E8H8H | S WFZLRT MHFEY

FERM BP-7770 | 20014E108 11 | re&>y— (HAE
e IE D < I 1T
F-4-8 FERM BP-7699 | 2001458 H 8H o 7
FERM BP-7768 | 200142108 117 | B L ##h 1 FR5E6)
1-30-10 FERM BP—7700 | 20012685 80
FERM BP-7769 | 20014E105 11H
0304 FERM BP-8037 | 20024654 10 H
KNTR1 FERM BP—8038 | 20022858 106

AR E Ui, KRIBEMIEColo205, iR IE B 3kU25 AR U THIAZ U > /%
JEHSkJurkatfiiEARZIF 5. 2SS oMEorhrsBEEEINS.
3) AFEWDHKRI T T OHAERINT Frid,. MAEET. 5x10* R K SEF 246 R o
KFITHBNWT, & MIFEARICH T SLD50EA30. 01 wg/nllA b, #FEL 0. lug
/mIBLE, E5CHFELIE2-10pg/nl. T5THFELIX10-1002g/nl. BdH
FFELSEI0pg/mIBAE (BIAFT100ng/mlBA ) ThHB. —FH. KFEHOHK
Xi3-Z OHBERIBT I, MRS, Sx103 KR O SRE R4S DR ICB W T, 8
MR (BIA1XColo206HAa. U25 AR X X Turkat#ii) 12363 5 LD50MEAS100 12 g/
mlPAF, R U<EI0peg/mlBA T, KVHFELLIE0 Tug/nlBlF. S5ICEHFE
UL<id0.02-0. 11 ng/ml. mBHFELIX0. 021/l FTTHSD, FL T, HiE
1. 5x10M R ORISR 24RF BT3B 2 & PR IS 3 B LD50fEA32-100 2 g/ml
THO., D, ML 5x10°K VK s B 48 FF B 1 33V B Bl i 1 % 3- 5 LD50
EA30. 02-0. 11 £ 8/MITH 2 E Y OHFAEXITE OHEENBI S AFEHIZTB W T
BITIFEL W, /

Z T, AFEHADOHFEO LR OIE RIS BLD501E. 1 RERH
D (12 hB7zD) 110~120 0 | DRIEEETTOLNZEEZDRIEBTH S,
(4) Fjz. FFEHOTUEIIITOAERINI L, M. 5x1015% O K 24
REICHBT 5 & MRS 93 LD50MEAS. MAZE2. 5x 103K ON R fis B il 48 B R
BT BRI I DLD0ED 250 E, L <EI0MEELE. X0IFEL<
E50F5 L (B A E5065-1006%) « 25 L <IZ100MZLL L (B 213100452
50F%) . T HITAFERL <IL250/5-10006%, BHIrEL <IX10005LL L TH 5,
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(5) =5iT, FEHOFEITZOBEREMEAZ. EE (FIAIEX—RYTRI
B N/=C0lo205fifaicask 2 b D) OEEEMGE L. XTEEZ2EHKI
BILINTED., ZOGEE. FEADFEIICOHERNNF2HEG L L&
JEBEMBOBMEEZNEIT 2 &N TE 5, XIIEEERBHEITBLILENTE
SHIRMEARSEDBIH, HFELLIEARL<EDIIH. TEITHELLLEADEL
EBPBHTHD, L FA<EBI0H. DB ESLO0HDIETHELL.. &bBIF
HULKEDRERLSEDIWHTH D, £/, EEZHEETIHHEEY (HIZ1THEE
EREY . HRE20eET3) ICARHEOHIEXITZFDORERNT 28535813,
0. 11 g/body (51 g/ke) ~100 o g/body (bmg/ke) TH B, HAIE., HEEEL TI00
v g/bodyXidbmg/kg. #HFFEL <IE20 1 g/bodyXidlmg/kg. L DFEL<1T4pne/d
odyX1Z200 1 g/kg. EHICHFEL <Xl g/bodyXVI508/kgTH D, Fi=. 0.5
1g/body (25 L g/ke) EHEL T L\, HEEEE LTI, 1ild 70 IEH-3E
OEEXIIBARES R ENBITSNS,

I LI, BEBEBYYALB T S5EAFEHOGUE (FAIX0304F04K X IXE-11-1381
) AT DHEME R OFEBRBZDRIZIUTOED Th 5,

(a) 100m’DEBEEH TS 4~ 6 EBOEBEIT T A0 g/ AFKDE
ETEREGLAEEEIT, IEES 4 8BICEE1 4% EOEBE OM/NEB & Z
TIENTED. ZOHE. FHH1 4 %LU EOEEDHE/NEDRS &5 7 HHERT
GTHILENWTED,

(b) 100m'OEBEZEET 5 4~ 6 B OIEPET 7 ZIC20 1 8/ 7 X EHE D
ETEELEZEEIR., JIERS4HBRICHEEG6 b XL LOEEOHK/NEBIERT
G IENTEDS,

(c) 100mm*DBEEZFIT D4~ 6 EEBOEETY X220 g/ 7 A KD
ETRELAZEEIC. RS 7 HRICFEES 0 UL LOBEEOHK/NEB &R -
TILNTES. ZOEE. FHB 0% LOEBOH/NED I &b 4 AME
THRIENTES,

(d) 100m*REEZEZFET 21 2HEBOEEB T RIC25 weg/< 7 AEEDIBRE
THELZEEWT, FlEKRS 3 HRICFEH 45 % LOEBEOE/NEIEREI T
ZEWNTE S,

(e) 100m*OEEZHT 5 1 25BE OB X2 ug/7 A EEORE
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THRELEEEIT, HEHS 5 HERICFEE6 5 XU LOBEEOH/NEBIER DT
ZENTESL, ZOBE. FHE6 5% LOBEOHE N7/ &6 2 7 HHEE
THIENTES,

() 300m*DIEFEEF T 2 4~ 6 BEROEIFE T 120 1 g/ A KO
ETERELREEEIZ, PEHZE 4 HBITFE3 9% LOBEO/NES & 2
TIENTESD, TOHA. FEHI I%LULDOEBEDOHINED/R< ED 1 4 B
BFodaszEnNTES,

BEL LTI KIBE. SIBEBE. . LB, NES. RAE. BHEE.

BEREEE., Bifum. U SONIE,. THERY >NE. SREENE. 5E. BEE. T
EEE. TERNEREE. INEE. RERE. e, EEIRTLEE,. REER. K

PR, RONLARGE. MBI, WEUE. BEUR., TxOEE. BHKE. TERESE
TERR. FEWNKE. WREE, RiEniE, R JnE. nEE. BHRnEE. o
EIFE, WEIE, ERMEE. RRMEE, meERE. BE3FE. MEIFE.
FIRIEIE, BAUHRE, BIE. BREERE. FIEHRE. PRABECT 42
LAABEENSRBBHNSRBIINE D ED 1 DBBIT5 NS,
6) MEFIFES1 7TRAIL OKENETNRINDS, N1 T R—<E-11-13DEE
I PO EFH T ERE CBRETTEER, EAES 2 1 RU2 3ITENFIUR
s, NA 7Y F—<L-30-10DEA4 9 5 Hi4hk D 5 §8 0] 2 8 5K f ViR 88 7] 25 (8
B, BAES25RN2 TIKENZTNREIND. N1 TY R—TH-48-20 4
?éﬁ%@ﬁ%ﬂ%ﬁﬁ&ﬁ%ﬁﬂ%ﬁ@\Eﬂé%29&@31m%h%ﬂ%
ENB. N TY F—<0304DEEAT B ik 0 B W2 FEIR K OV A 45 I
XIEEFER 3 3 KO3 5 ICZENZTILURINS. N1 77U R—<KMIRIDEET
DZHAOEHE A EAEB A VCEHEIIEERD, IFa 70T I /BEFZ2EHT
BAEXITZ OHEBERI T,
FEAATEOBBERBE. fIZE. BIES 16 kU1 8IENFNE
ENBH. NATY F—=XE-11- 130 b Bt N ZBREMNICTI— RN 5EHT
MR R O W H . BB S 2 0 RO 2 2ICENTIURENS. N1 T U
R—<L-30-10 5 B S N WA ST O — R X N5 B W 28 5 & VR 7]
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I, HAEF24KP2 6IZFNEFNREIND. N1 7Y F—<TH-48-2/»
S HEEEE N EREANIC O — R D BRI MK RS A fEE. BEYES
2 8RRV 3 OITENFIRIND, NA T U F—<03040 5 BLEE X /= BB B 51
ICO— FEN2EEEEIS A OBREIEEE. X3EFES3 2 KNN3 41ic2
NETRIND, NA 77U R—<KMNIRID 5 BB = KEBEESIICaO—-RaENn3
BHEHTZHEBAOREITEERD, vFa7HL207 I ) BEIIZEITSHDOT
BB,

() E-11-13. H-48-2. L-30-10. N-18-12. W-40-5. X-14-4. X-51-12. F-4-8 G-
3-10. 0304 T KNTRIMN S 258N 5ZBIZN S, TRAIL-R2ICEESIT B E/ 7 o—
FIUNHEEEETEINLTY R—=,
(8) RN T U R—<2REL, B5N5EEN, 5TRIL-R2ACKE ST 5 Hik
ERWMT DI EEBBMET S, PITRAIL-R2E / 27 O —F )L Hifk 0 B 5 ik,
9) BN T R—<HEE) Z7O0—FHkEI— RTBHETEHEEL.
HBETEETORARI Y —2HEEL, BEREARI Y —EEXICEAL THE
B O—FUFKERBEE LY, BONBHE BEOBE LEUIEEDS
W 5 HIIRAIL-R2E / 7 —F I HEEZERT 528 ET 5. HFTRAIL-
R2E ./ 27 O —F )L Hilk OB F ik,
WEE LTI, KB, BRI, ROGmie. LB K O YR it o
ICTREBI YD 52 BENSBIEND WTNAOLOBRIT 5N 5,
(10) BIEEHIARIIZ QMR 28RS E L TEET 5. EEOFH XL
gl
TIT. EEELTR. KBS, SBEBE. B, 5. HES. ReE,
EAIREE. PERREE. B, U S/NE. THRU DONE. SR EHE. 5.
BERE. FEER. FEABE. JVEE. ouE. TEE. EEIRYE RS,
RS, REGE. RINIERME. PRER. REEEE. WREEE. =i O BE. BERE,
FEAEEBE. TENEE. WHE. SHRE. DRORE. LEE. BHR
M RE, MG, WEIENE. ERMME, e, meRRE. B3,
MR, RBE. BMEHRIE. BEE. FREMYNE. TBHAE. RRAE
RO 4 NVAABEBSENSRDBENSBIZNDI SR ES L ORRITFENS,
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UTF. ZREEFMCHAT 5. KPMHEE. REOELEORBTSH 2 HA
E R FFHRE2001-1502135F (2001450 18 HFE) « HAE4SFHFHEE2001-243040
= (Q0014F8 A9 ) KU HAERFFIHRE2001-314489% (20014E10H 118 H
B) oBMiERC/ EIRECERSNsNEE ST 5,

PLTRAIL-R1IKZTUR2E / 7 O —FILFRIZ, BHIEICH L TTY R b —2 X 2558
THEEND D EIIFIHENINTWS [Griffith, T. S., et al. (1999) J.
Immunol. 162, 2597-2605ZF& ; Chuntharapai, A., et al. (2001) J. Immunol. 1
66, 4891-4898%M]. LM LANLH., INSDOHAEKIEETTAHKO D TH S,

Tz, #HEAZ E RTRAILY O RIBIZBWTHELZ>TWS, E NE¥EFE
BilaicdasEERIcODWTRERI NS,

BREZ LI, XFEHOFHE MHIRAIL-R2E 7 7 o—FI)LHKIE, & RE
B BEkOMIRICH L TOHE5Y, MHiZ & MTRAILY X7 BT X B
GEENEEINSIEEFEEMREICHL TS, BEZ2ZRITIEAMEANENC
ERHBAL Tz, AFEHEF S, FHRATRAIL-R2E Ju—F NV 2EET 5
LIk, BEMERVIBEDROMA LOTREEE WS R E2HEI &2 ERT
5 EICHAICHRALCTHDTHRIIL., AFHESERSI Y=, T/ 70—F)b
FIRIZHFELBE AR THD, YU XHKOHATIIEICHESZSHEME
KDOWTIL, T TIERENTNS,

ZPMEELTE AL 707 6(1g6) . FA(Igh) . FE (IgE) R UFEM (IeM) @
WTNOEBIFBICTHWSLND 228, BEIZISGHRXIVDIFETH S,

IR, BEFATHWSBHOBKREZHONIT AT EICXD. AFEHEFEMIC
T B,

1. TRAILKR OME DHifR

AFEHOTURIT., BEBEEKRF (INF) BEEZR = ZFHE U H > K (TRAI
L) ORFMAE (TRAIL-R 232846 TH V. OTRAIL-RUC KIS T BHidk. @TRAI
LRI BHiE. ROGTRAIL-R1 ETRAIL-R2D M H IZ KIS T B RN EET
%, AFEHTIE., O0FifkzE THIRAIL-RIFUE) . OQRUVAODHEZ THITRAIL-

11



WO 02/094880 PCT/JP02/04816

R2FIKY ENWS 2B H B, Rz, REAHEITH W TIRAIL-RI ETRAIL-R2D W 4
DIRAILZARZHEENICEOR THHT BB EIE.  TTRAIL-RIXTR2) &0
ZEBHD. fEo T, FIAK TTRAIL-RIXUVRIFEE AR ¥ —1 OXDITEE L=
Bald (BBoEKEF 1 28) . TRAIL-RIOFBENNT ¥ —& . TRAIL-R2DFEEH N
I —D2DEHATHIELEZEKRT 5,

FFEHAICBT S Pk L&, fiRicERE L72EL D7 FTRAIL-RIZR UR2XIZ
TO—HWIIREEEZBT T HHMEIIHREO—FTHD. TS OHIERDEE IR
Frbdat, THEeERB) S, Fiko—a GBalA) THhoT. HiEkod
IENDEAZIDU ERFTLHDBDOZEKL. BEEAITIEF (ab’), . Fab', Fab,
Fv., 2NV 7T 4 REEFv., — 48PV (scFv). XU INS5DESEKRERRE TSNS
(D. J.King., Applications and Engineering of Monoclonal Antibodies., 1998
T.J. International Ltd) .

AFEHAT Tt bk &3, E FHROHEBETORBAEM THSHiEER
K95,

FFEHADOGUAEEL TR, IR, BREBOEBEHTICEHEH NS, & FTRAIL-R1
EUOR2OFBHRTDBHBICTY REb—Y AZ2BETLRHEEZ2F ITH55HOPK,. &
HIFB5TEMNTES, ‘

AFEHDOPEITIE, FiZERITIEH KT/ XEIEREOEZ L DT I/ BES
CHBWT, IXEHEBOY I JENKRE, BEELESMENET = 7 BEEF
ZEHTA2EHRY/ IIBRENSRBZE/ 70—F I HikdbEEIND. XFKH
OHEFEDY 2 JBEFIPIZ, BIadDOXIRT I JBOEH,ekZEE (KRE&, &,
A, ) 23 s, 2073 ) BESIZa— R 2EERSEEHo0IC%
EITDHTENFEELTETENSD, ZOEERIOIBA WL, BEEI O ERAT
HROLTEEAE (site specific mutagenesis) ZHWVWTERICIDEATS
ZEMMTESD (Proc Natl Acad Sci USA., 1984 Vol81:5662) . = Z°TC. Hifk&
W AL 7070 ek 5 EHETEEE AR OESEE R EN., MOTRED
AEEEEKOBEEOEEERZSOETOERN., 1A/ 707V % a0—-RT
BEETICHKRIT DT L/ 707U THD,

RFIEWHOFUERITIE, WTNDA L) 70TV IS ARRT AV A TEET
L2 EbEET 5,
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AFEFADHIIRAIL-RIZ OR2F UK. TROX D AEEHFIRIC I > THET S Z
EMTED, MG, FIAE R TERELAZL D74 MTRAIL-RIKRTUR2IZZE D
—# &, VIROHEMEZEO 2720 0@ A WE (FWA X, bovine serum album
in%s) LofEEWE. HDEKUCTRERER (a1 > ROZBEXIEITEET
DaNTbhE) LEBIR. EMAKEEN S AD 2w IR T AEEFUIEE
MNEALEIICHRET S, HD5WVWIE, B MRAIL-RIZO— R 9 38BETF. XidkE L
TRAIL-R2Z 0 — F 3 5B T EZE AU, TRAIL-RIXIITRAIL-R2 Z il f 2= T 12 3 78
WHRBRL TWL8YMEERETHEICKD,. BRERERZITD 2&ENTE S,
T/ u—FIIFiEE. REBEEMN SELTAELEMIBE. BOIiREEE
DRWEHRERME (T T0-<{llR) ZRET2ILICI0ESNBENTTY
R—<zHEEL, ZEICHWEFIRICH L TREMNBEMEZRTE/  ZO0—F))
FEE2ELT S 0— 2 2BIRTHCEICK> THETSIENTES,

AFRFOHTMARIT., BREFCHATHL2ELETILEMNREICIDRALZSZ YT S
ZDHDIEBRINTEDODAETT D, FIZE. ZEFOPEFOT T S A%]g
C2XIFTeCAIC BT BT 2lc kD, FclL27% =13 286 EDKNHIEKZ B
BT HEMRTES, T, RFEFRBEOTHAOYT T T 221861 XIiX1gC3 T B
TBHIEICED, Feb 7Y~ T HHAREOBVHKERSE T2 Z &N TE
Do EHIZ, FFEHOTMEDEHBEHDY X /BEFIE ABNICHKET S &,
HAEDWEZTDOXS2EANEET T HEFEREMNEGEGE T I EICLD, Feb&7
RN T EEEEEELIETDILBHETHD., £z, XEHOPIMAKIZ. I
— R AYDMITL, A 2PTL, TTXRTFULEORFEZTE (1.W. Goding,
Momoclonal Antibodies: principles and practice., 1993 AcademicPress) .
REER, DUFUTRFI, VS EOMEESE. AMNMLFE—F <
A I AT 2, BIFTIA I 2FOEFEEEHF (D.J. King, Applications and
Engineering of Monoclonal Antibodies., 1998 T.J. International Ltd. ; M. L.
Grossbard., Monoclonal Antibody-BasedTherapy of Cancer., 1998 Marcel Dek
ker Inc) . 251z, Maytansinoid&d 711 K< w & (Chari et al., Cancer Re
s., 1992 Vol.52:127; Liu et al., Proc. Natl. Acad. Sci. USA, 1996 Vol. 93:
8681) M EERHEIUBIERLVEREDKRBOBREFNREZ T SICHEMT S
EHAHRETH D,
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Ez. BEBFESIL. ARHOFKICBWT., TRAIL-R2ICES L. TRAIL-R1ICIZ
WELLBWEBZHET2H0I. E MNFIBMEICEEZEZZRLZNVNDBORE EN
BT EEFER U, 8o T, AFHEIL, TRAIL-R2ICEET SHMAEAOER NS, TR
AIL-RICIEHEB LRV 02 BRIDZDITEZEO L 2BHET 5, FREGE
E%2H U WHTRAIL-R2PIE D BIE FiEE2 bR T 5, L Lans, FHiEE
EWEH LRWEAFHOFEIZ, TRAIL-R2ICHEA L. TRAIL-RUCIZHE & Lk
BEHTHDORBEIND GO TR,

RFEHICBNWT, B/ 70 -FIIFHEOHECHZoTIE. TROEXIER
CBETD. Tabb. ()ERSSTFTOREKRY/XEHESY VN B Z2MEERE
CEBICHEBE L TWAHHIBOER (25 0EFES TR/ MR aEER
ELTHEREIND) . QIEZEMICERTIIEIICIDGELA-E. K2
L ToFifMEREL THBEORM O EREL THh5 ., FREAMR
ZRETHSTE,. QO BHEME (LUT I2xo—<) &E0wd) oFK, @) Hik
BN E X TO—7 S OMIBRE. () BMET BHEREETSNA TV K
—?ﬁ®E%,Wﬁﬁm@ﬁﬁ*?«®ﬁ%(ﬁm~:/ﬁ)‘m%éﬁiv
TH. B/ 70— FUHkERBICEET 2200 TY R—< 0%, X3
NTTY)R—T2BBELEZFHYOEET. Q) okd3lLclEasnzE/ s
— PR D AEREE R OZ DREEREEORT. 2 WITEEREELL ToR
HEDOHRE. FTHD,

IR, HLIRAIL-RIKRTR2E / Z a—F NP o/Efks ERTRICH > Tk
T B, EPIEROEEEIZZNICHIBE ST, 2 IR OB AR £
EOXAZro0—xaeEHTHIEBTE S,

() HFROEHE

PURE LTI, & MRAIL-RIXKTDR2O MRS EEL & & IgGDTcfEEk & ORtl&
& N7 E (BUFTRAIL-R1-hFe R OMTRAIL-R2-hFec & D) ZH WS Z &N TE S,
TRAIL-R1-hFc B TATRAIL-R2-hFcid. TRAIL-RIXIIR2E b HIgGODFciE & DRLE
ZNIEZEZI—-RFT2DNAZEMIIRAFRERAR ¥ —IcllBA S, BBENY
F—ZEYMBICEAL. MELZBERRKOBRE LEMSKBE T LI
DERFTED, HBWIE, ALEXISHEDN SR I 31T S TRAIL-RI-hFc &K UATRAT
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L-R2-hFcEAWBEDL TES, /. b MIEKORIIEE EIC7FEDT 5 TRAIL-RI
KORLIEDDDERFRHLZHDd. HIEEILTERTDIIENTES., b5z,
TRAIL-RIBRUR2D—RK#E&EIT DM TH B [Pan, 6., et al. (1997) Science 276,
111-113 ®O'Science 277, 815-818%: & ; Walczak, H., et al. (1997) EMBO J
16 (17) 5386-5397&H] DT, %%%‘GZ%%DQ)}T?:E&CJ:D\ TRAIL-R1ZU'R2D
T2 OBREMNNERTF RELZESGHRL, CNEZHREEELTCHERATSZ D TE
%,

Fi, BRERELUTIE. B FTRAILRILKUVR2OEEN SHMENERO T A B X
AVEOFARAAL X DCRBAIOT I /B 2R b FTRAIL-RIZTR2 (B
T [TRAIL-R1ZOUR2deltal &) BT 2R & —pEF-TRAIL-Rldeltak
CXpEF-TRAIL-R2deltaZzLO20KHAZICE A L. #ifEZRE IS TRAIL-R1Z UR2de ] ta% i
FICHBLTWAHAESHES) Tdb 5. pEF-TRAIL-R1deltafk OpEF-TRAIL-R2del ta
iX. ZhEh. & FTRAIL-Rldeltay > /N7 E% 30— R3 BDNAR O E kTRAIL-R2
delta® > /X7 E#— KT BDNAZ. BI¥MIMA MR 53~ 2 & —pEFneo [Ohashi.
H, et al. (1994) Proc. Natl. Acad. Sci. 91, 158-162BM] ICHlaAirs &
X DIERTES, 2L, TRAIL-RIRZUR2E I — K3 BDNA. NI & —, HE
ZIXINSIEBES NIV,

H{REIZiE. pEF-TRAIL-R1% OR2deltacLI29MIfE & EIEHR L TE SN
B 2838 U, pEFneoX Uy —FA SNz EBE I NS X2 F~Y 12>
M DRE, ROV FHIIRAIL-RIKTUR2E U 7 o—F )L Hifk (DAKOHEED) % W
7= TRAIL-RIZ UR2de 1 taZEBR DREFR A $5HEIC. & FIRAIL-RIZ U'R2del ta® & Dl
JEEBITEFICHERB L TWSL20ME2ER T 5 2 &N TE S,

(2) HifkE A ORI R TE

(D THLHENZFFREE, 7010 ROFELEELLEFREELT Va8 b, Xk
AV auNCORSBBIAEEZREL. REREL CERBIMICRET S, E
BOYMELUTE, E bHESEDFIGRZEETIHENEE TR NI APz ZwIT
DAPRBDIFBIZA NS NDN, ZTDEIYTRIEEES OXXEL [Tomizuka.
et al., Proc Natl Acad Sci USA., 2000 Vol 97:722] IKEHEH =N T 5,

R UARBEOBROBZERBEERIL, K TEH. BERMES. BIRNES. W
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FEH. HRRNEN. BEERZEWVWTNTDH LW, K TES. BERNES. 2
PV S ST ER IR N VRS DS E L,

TR, —E. X, BEAEBT ELLIIZ3HHED 5 1HERD 5 WIid2iE
FERT) EHEERELTRDIZENTES., 0B, RELZEYOIEFROD
PLEICH 3 Ak Mmz2RE L. PiRMmN-+508 < 7k o /8 & HuiE £ kg o 4t
HMEELTHWNE, UBOBRIEDIIRZEDH I ENTES, —RBIZIE. &
BRI~ HBOHYHONAEEAMIEZ, BOMEMSITHNWS Z &%
XL W, ‘

T THWLNDHIKMOBEIERE L TR, RN TEREEEE (AT
RIAFEY &EWS) | EMEBRAEEEREE (BUF TELISAIE)] &W0WD) . 8thHiE
., ZTEMmMIKEERSEREHE L2 ORNAFTEHRAH TN, BIEEE, SEE,
IEREY, ROBEOHI{bO R E DB RN S, RIAESUIELISAIENY X U #F
WTH B,

AFEEICB T DHFAMEOBEE. FIAFELISAEI ENE., FREHKT B &
SIEFI|ICRVFTDIENTES, £7 . FEXIIMMBHL 2R A & FTRAT
L-R1EOR2ZELISAR IR L — FEOBEHEmMICEE ST, = 5 IHEIESE
LTWRWEHERHZHEEERERREY NRNIE, BIZEOMEY VT >

(BAF TBSA) &) ITKDE W, ZRHEEWRER., —KIEE L TERERR
Lzas (P~ y 2liE) cEms g, EEfRIcEBF ORMIRAIL-RIZ D
RFIFEERKEEES, ISICTRVAE LU TERE#RSINZE KK 550
HZMACE FEICRESIE., EERREBROEZEEINA, EEIRICED
HEEAICKDENEOETAEZBET S EICLD, PikMEi2EHT 5,

B ITO—ORETLE

ST ELTE, YTA. Iy b, BILEY b NLAY—, UHFXZ
E RFEOHABMICHETH5HOHAELRORWIIEZEZ A WS I EHEK S,
—REICIET T AN E SN MR, FIAE-TY T UMY T X (BA
LB/cE3kE) I T ra—<#kP3X63Ag8U. 1 (P3-U1) [Yelton, D.E. et al. Current To
pics in Microbiology and Immunology, 81, 1-7 (1978) 1 . P3/NSI/1-Ag4-1(N
S-1) [Kohler, G. et al. European J. Immunology, 6, 511-519 (1976) 1 .

16



WO 02/094880 PCT/JP02/04816

Sp2/0-Agl4 (SP-2) [Shulman, M. ei al. Nature, 276, 269-270 (1978) ] . P3
X63Ag8. 653 (653) [Kearney, J. F. et al. J. Immunology, 123, 1548-1550 (19
79) 1 . P3X63Ag8 (X63) [Horibata, K. and Harris, A. W. Nature, 256, 495-4
97 (1975) 1 BMEZRAWB T EMIFEL W, I 5 OMIfEkE. BNk,

BIZE-T T T 78 [N 2-A)VhT Iy )=, ¥ouv<3A
PUROUTIBRMIE (BLF TFCS) &WwS) Z2Z /=RPMI-164085#1128-7 &
TZEMATEEM] . A XA THEY Iy aEHL (Iscove’s Modified Dulb
ecco’s Medium; BAF TIMDMI &WD) | XEFINRy IWET —FIVEH# Dul
becco’s Modified Eagle Medium ; BLF TDMEMI &W3) THEARIEET 22, H
JERl& D3I~AHANICIERE B (BIZ21E. 10% FCSZE& TOODMEMES#) THERREE L.
AEMHI2XI0B Loz ELTE <.

&

(4) 0 fe A&

PUREAMIGL. BEME,. RCFoORIBMETH B >NRERTHD. 2T
BEONWTINOFMENSBETH I, —BRITITMW. U NE. BE. Bk, S8
fi, XZINSzR/EMAEDEZDDENSEDR I ENTESN., BHBNE
H—RPICHWENS,

EERERE. MMEDOTUERMAES N2 205 FikE /M E NEET 5 SBAL.
BIAERIEEZRE L. FUEEENE O MR 2T, ZOBEMEE: TR
B) THELNAEIIO-—TEMAEIELIFRELTHERD —BHNITDOhTKY
B0, MREES RN DR<BEREDHER, RUTFL>F7Ua—LE
WS HETHD., TDOHEE. FIZEETOFEELD LS,

e E S T O—< &2 MMmiEEH (F1 2 EDMEN) . i) D EBEEATR AR
W O(BUF IPBS) &Wd) TRLPWEHL., Bl to—< oKDl 1
~IIBEICRSLS RS, BLOMT 2., BEEREL. LKL 2R
ERESLAER. HBRLAYXS IIDL0% w/v) R ZFL>Fya—) (HF
#1000~4000) ZEOEMEZFHWER T TS, 204, 1nlOERFEEHZ 0>
<D EMATZBELDBET 2, BUOLEEZBE T, MBLZMEZEEO ERIFY
DFZ T )TFTUFIID2 (BUF THATY WD) R b1 >4 —
OfF2-6 (BLF TIL-61 &WD) 28T IEERM (BLF THATEMH) EWvwS)
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RICBRBLTEER L —F AT I —h) EWD) 0BT )VITHEL.
% REEH AFAET. 3STCTHEAMBERET S, arhEEIANEMZE S,

B) N TU F—<FDER

R TO—<MES. TV I TN TH B EHEE. Tabb. BERF
YoF -7y - RAFURIINV ST A7 x5 —F (HGPRT) REHTH
2HE. MELAroZITOo—</ME. R T o—<HMiaE 3 L osEi
faid, HATESAEHiP CTIZAEFETE RN, —F, VIAEEMREES UoBta i,
HBWIE, FIREAMBREIIITO-—<MEEDONTTY R—<IZEFET DI &N
TEDD, PIFEELEMIEES LOMSHIRICIESEMNH 5. #to> T, HATSEE
P TOBEERITIZD>IEICE> T, FiKEEMEEI IO —<MBEONT T
U R—ODBPBEERD, BREIINA TUR—TE2RBIRTEZZENTES,
IO —RICEFLTEEENAS U R—ZDWT, HATEEHML S 73 7 75
U EBRWEEM (LUF THIESHE) WD) N0z HmETS, D, HEtk
BO—E 2L, HlZIE. ELISNRIC X DHTRAIL-RIRX UR2Fi MM 2R ET 5,
772U, ELISNHO#EE L CLEEMAEY >RV EEZRA WD HEE. & FIgtoFc
HIICKRENICHAE T SHKRZEELET S /70— 2B RLAAVWEDIT. #%rao—
CEBRNTHBIENIRETH D, TDOLIBI7U—2OFEZL., BIAEE FgG
DOFcEHZPR &EUAELISAZRICX DER T ENTE S,

Lk, -7 U7 =i OMigkkz Ansd HFEEFIRLZMN, 0o
BROBNA T F—TDERFKRCINCTHERATLEIENTE, TOESHERTS
BHIHE R B ET 5,

6) 7a—=> T

(2) DRBMEFMBOGETHHRMERET 5 EICLD. FEROTEZEST
BZZENHBALENATY =%, oL —hZBLIO—Z2F 275,
Zor—2IFEELTE, TL— 01 VITLEONA 7Y R—=<2E
FNBDZROCHERNL THEETSRAFRIE. REXFHMPTEELIO-—Z2FH
N BHHERE, Y1722 B —F Lo TIHHETOOMBEEZIMOEL
BETDLSHE, BV —F—RZoTIEOMEZEZ TS V—Fro—2)
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R EMEFSNB, BRAFREIMMETHD., L<HAWLN5,

PR DORD 5N 2 VIZDWT, FIARRERGERECL 7 0-220 0%
I~AERRIR L. ZE L THEMORD 5/ s 0 & HTRAIL-RIZ ORIE / &7 H—
FOVHUREEENA T R—<#kE LTRIRT 3,

I, EFEFOE FHFITRAIL-R2E / 27 O —F L HiADEEME TS 5T X —
T AN T R—wH-48-21k. TERR134E (200148) 58 18 B £ v TSI Bk A
FEL MR ATIET BHENFT LY — (HEERREDBEHEITHIS
M1 s 6) WEBRFEIN TS, EREFEESIE. FERY BP-T509TH 5.
E72. NA T YU R—<E-11-1313256& S HSFERM BP-7698& LT, NA T U K—
< F-4-813 2L/ S HSFERM BP-7699& LT, N1 77U R—<L-30- 103 2EEHE S
FERM BP-7700& LT, ERE134E (20014F) 8 A SH AW THEFHEN TN D, Hi-,
N T K —< 030413 256% S ASFERM BP-8037& L T. /N 7 1) R—<KMTR1VE
ZER-EAFERM BP-8038 & LT, ERE 1448 (200248) 5 B 10O CRBSHE N
TWws, LENRST. FIRIETT A= ANA T R—% B W THK % a8
TEHEAE. TR ETE2EKRLT. UTFIRE®RT 2TE () ohkoRz
TS CEMTES, Tio. IUADEAFETOT > ERTHERL. AN SH
BT BT EbTED, |

(MNATY R—TERECIS T/ Z7a—F IV oRE
TOa—2TEFETULENTTU R—<I3. EHZHTE#M S EEEMICH Z
THEEINS, REEEIT. RESEREZAWEEEREE, HH5VIEIAEIT 5
ZTIHONS, COKREBERIIBI S EFE2. FVIIVEBRS., Y$FCHADOLFE
ERAWTHEE TSI, ARHOTH X IIBEFEEDRS ELTERT
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< —5" -CACGAATTCACCATGGCGCCACCACCAGCT-3" (E2#IEBEE 1) KOS -TTCTACGAGCG
GCTTATCACAGCCTCCTCCTCTGAGA-3’ (E2FES 5) %. TRAIL-R2ICDWTiZA U I
X2 VZF RT T4 <—5 -CACGAATTCGCCACCATGGAACAACGGGGACAG-3' (EEFIE=
3) U5 -TTCTACGAGCGGCCGCTTATCACAAGTCTGCAAAGTCATC-3' (BEFFEF 6) %,
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us (F7aE—7— T I)vxE) 2B, L9294 (American Type Culture
Collection No. CCL-1) B ALz, BEEFEARXY T IVOHFEKITTIT> .
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MIEEEEA 7 5 A0 (BEmMET en’) FC37C, 5. 0% BREEH X R T24RFfHIE 3%
U7z, G418 (F7aE—7— )b TV 8) ZiImg/mlic/za L2 mA. HEM
B#El/Z. RWT, vFHik FTRAIL-RIAR U 7 O0—F )L HidE B v £Hi & S TRAI
L-R2R U Z o—J )b Hifk (DAKOREEL) & H W/AFACSIENF 2770, BLRTEEAIN
JZHIR CG418Ti M D EZESE L /= DId. 3517 3 VBN 572 5TRAIL-R1delta
KU3487 = ) B 67‘&5TRAIL—R2delta’é%ﬂ]ﬂ@ﬂ%i@ﬁ_{:lt%fﬁ LTWnWasZ E%2HE
e L7z

PCRAT SAX—FEDF U AXU LAF ROEGKIZ. £ TINAHBISKRE (£5F
V3948 5 (BR) NN—F IV — - D% N> T TS5 RNAF VAT LREE
HWE) ZAWVWT, TONXNZa7IIVIK > Tfro7% [Matteucci, M. D. and Caruthe
rs, M. H. (1981) J. Am. Chem. Soc. 103, 31856-3191 =] . &SV ITX 7 LA F Kk
BT, XFHEP OB I EHRREZITV, BONLEKREHEL ZBEE
IKICEfE L EHTBET-20CTHERBREL =,

ERPI2 b MEREET T XA DIER

RIFICHWEZY TR, NEEIgEEEY c BEREOHEFICDODWTHRTHEHS
EOBEHEEZELTBD. D, b MeE#EBLTEZ SO 14ERGEEKRET
(SC20) Pk Flgr BTS2 AP —> (KCob) ZFRIFICHEFITDH. o< Ak
ERNegEHEBRTEZFORMBAOIYTI AL, EhIgei b5 AP—2 28D
ZHBOR T A EDABICKDIERL =, REEAMT. WEREIgE#HE K « S
DHZFIZDNWTHREHEEGARTH ., THRIZETRER4ABREEKE S (SC20) 24
I3 UARHKTHD., FIATZEES OHE (Tomizuka. et al., Proc Natl
Acad Sci USA., 2000 Vol97:722) &I TwWwas, £/, REBIIANEMEIgE
SRk BEHBEOMEFIZIDOWTHRERZEGRTHD., bEhlgeBH NI AP —2
(KCob) ZREFTHEIVUVARM (P2 AD oy <o R) THO., HlZIEFi
shwilds o#geEr (Nat Biotechmol., 1996 Voll14:845) ICEE#E =N TW S,

RMGADHER T X ERFEBOMES T A, HD5WIERBAOM Y U X ERHBOM <
TDADREEIZEDESNETIYUAZEERS OIS (Tomizuka et al., Proc Na
t1 Acad Sci USA., 2000 Vol97:722) ITE#EH N/ HETHIT L. mFEFRICE
lgeE#HAD c BENHEBICHRE S NSEE (B Mo EET T X)) 22K L (Ish
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ida&Lonberg, IBC's 11th Antibody Engineering, Abstract 2000 :; Ishida, I.
et al., Cloning & Stem Cells 4, 85-96 (2002)). LT @ HEEERRICH W/,
REERBRITE, LRSIV AOBEHNEREXRE LYY ALY (AE 3 (2002)
EKEREZE 20, 6, 846-851) HHA WA, 2B, Btk MIKELE<T Y 21X, #H
RS LK T MBEEERRESLE LD AFETH S,

SHFI3 L R IRAIL-RIROR2CHT D & B 7 00—V Hik O 7%

AEFmEPNCBIT DT/ Za—FIIFikOEZEE, Bro— 2 haERBEAMN
(ZEEMHSEE. HEERT 199]) SIcERaNs L5 —BHEEICES
THH U7, ®EEHELTOL FTRAIL-RIK RIS, SEHEfl 1 3% L 7= TRATL-
RIK UfR2del tase BALO29MHM. X id b RTRAIL-R1 ONR2ODM IS S & b k1G]
OFCERENBE Ly SN EER N, WRBEEmIE. EH TR L
LRI O S REET S L NUREAET Y X &AW,

b RTRAIL-RICHT B & FE/ 7 O—F LHAOREE HHE LT, b FFk
BEAE ™ R 4C. SEMIPI1CIES L 7= TRAIL-R1deltaSeBL9203MAa (3% 10540 )a/
) A RBICHERE L 2, BEREED S AR, RN 2 A RS E T, 3
HRE I L0ESE L7, & 51 BUFIC iR~ 3 MBI R O > /S8 o l733 H 3 i
W% TR BEIC S Liz. & FTRAIL-RACIHT B £ R E /2 0 — L Hidk o g
EEHME LT, b NFUAREAET Y Xic. MM CER L 7= TRAIL-R2de 1 taSEFAL
20608 (1 10T4HRa/ 1) % e Ic Rl EIRE L=, OB GEED 5 oK. Ak
ZIEERE., DAREICIBIELIZEIRE L. & 5P TFIZm R 2 EE O 5)E3
F 81 FMIEE. =713t NTRAIL-R2ODMIFISMEE & b b 186l OFciE & M HE L
T NN BERRBBRICEE LR, £/, B MFIARELET T I FTRAIL-R2OD
MBS ES & b N gClOFCERE SRS Lizy > NI BRESES T O1 > F T P n
Ny REBALTEFCHEREL, UERAY NI EEREETO > 7D
ANY REBRELTETFIC 2 ARSI 2 BAEL. =51 TFIol~ s koK
BIBEIICHESY >N B BERICEEL .

GEE NTE T A 5 IR O/ > NE B AR IC IS L. 350me/n]
BKFEF R U AL SOEA/ul RS UL S0pg/nl ARLT RIS ES
DEMBIMEME M (7 a8 —7— )V TI)V#E8)  (BUF TEEfu EDMEMBEHE) & W
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9) mlFICT AN, Avia (BIVARVAF—: Tr)barf#l) ET2/8—
TIHWERNTDODRLE, Ay ozl /ZfllaREREELO L TR Z IR
Bz, Z OHIIE % S iEDMEMES H C2BI e L T/ 5, 4% i 1% DMEMSE 31 17 55 8
LTl ZRIE L. —H. 10% FCS (7 <3#E) 2EODMEME#H (£
J-E—=7Y—I)bxI)VsE) (AT TifniE A DDMEME ) 2w H) 12T, 37C.
SHREITAFEET CHREBENIXIMR/MZBI WL IEELEZI T O
—<HIBE SP2/0 (ATCC No. CRL-1581) # FI#RIC ZE M yEDMEMESHE CT¥RIF L, MifniE
DMEMES 3 1< S8 U TR ZRIE Lz, BIL /B OBRBRKE YA I T O—
NERBEEEMRELITESL., Bog, LFEELSIKBRELLE, 2OV Yy
Mo, BIEEIE L TH0% w/y) RUZFL > Z7Ua—Iv1s00 (R—U 2 H—< >
NAALFEED) Inlz, EXY FDETRLy FEEBEHRLANSOD S DEHEMNL =
7. TOITCITIE L THE WM EDMEMEEHE Inl 2 2[EIC T T - < DL,
S5 Tnl OEMIEDMEMES i Z i L7z, B, LEEBRELCESNZME
MEE, LT ICERTAERABRECLZA Y- FIcft Lz, N1 TR
—XOFEPRIE. 10%6DT7 I fBIRMmME (Fetal Calf Serum. FCS) EbRFY 2 F
CH TR 2TFIM) . FIIM AT THATY &nwd, @ <)
EEH Y ADMEMEH P CTERET S EICLDITFo /. 51T, 10% FCSEHT (3
TJHE) EEEFEITAHMENSEHEZB W TERAFRIEICXDS >V 7a— i
L7z, BEE, 61705145 —TL—s (RTZ BT 4 vF2 oehil)
HTio7z. ikt FTRAIL-RIRTVR2E b E/ J O—F NHEEELETBENT TV
F==27B8—=20FR (A7 —227) ROZELZDNATY R—IBNEETS
thE/ 7O —F I HEOREAMTIE, BRI 5BRIERLCEREY vi1 ELI
SA) B OVEETE AL IV — & — (FACS) . 2 WITEMAE I 9 5 MIEFE 5 &It
HE2RET S EITXDITo=,

ERFIAR CEFEFSITIRRSELISA, WNTEFEFI6 THRET BFACSHEITICTL V.
thgE/ o7y hlgy) KO MEREFOTY CE#EcZE2EFL., DL
FTRAIL-RIBE O/ XIFR2ICHEN AR EEEZE T2 b E/ 70— F VK EE
ETBEEONAT) R—T&Ek, 2B, XERAZEDUTONWTNOEE
irp, R EBEHICBTHRBEREL TRLULEEXERAPITBNTIE., &4
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DARFHDOE bHi b FTRAIL-RIZTVR2E 7O —F IVHERZEZEAETINA TU R
—XO0—FEEEAWTHALEZ, £z, UEEB ORI THE) 240
7ZHDIE. TNENDONAT T R—ICEDELEINDPE. EREBEZENTT
U R—ALEEINZHAEERET (85D 5 WA EEE) & RAF 5% EM
BICXOEESNHBATEZERT S, K2R EBSMNZHEICHENT,

NATIUR=<0—-2DOEBNTEKRDODEREZEDOTHEENHD, LTFTDONT
T R—rOa—2 >N a—2%%d 0 1-13. 1-18. 1-32. 1-40. 1-43.
2-6. 2-11. 2-12. 2-18. 2-47. 2-52. 3-1. 3-7. 3-10. 3-23. 3-33. 3-42, 3-5
3. 1-13-6. 1-32-9. 1-40-4. 1-43-43. 2-6-48. 2-11-5. 2-12-10. 2-47-11. 2-
52-12. 3-10-19. 3-23-8. 3-33-7. 3-42-3. 3-53-15. 2-18-2. 3-1-7. E-11. E-
14, L-30. N-18. X-14, E-11-13. E-14-4. F-4-2. F-4-8. H-48-2. L-30-10. N-
18-12. W-40-5, X-14-4. X-51-4. X-51-12, A-11. G-3. H-34. I-22. I-35. J-2
1. J-26. K-8, K-16. K-57. L-4. P-28. P-36. W-42. X-13. X-60. Z-23. 1-39,
A-4-27. A-4-29. G-3-10, H-34-2. K-57-12 W-42-2. 0304. 0322. KMIR1ZODIM.
ZN5 DD BH-48-21%. FEk134E (200148) 5 A 18 H Vv TIRSLIT Brik A B Bl
METIR FFEDHFEE Y — (BRERBEDSIEHERITHISH 1 fie
%6) ICEEEFLEZ. EERFHEESIE. FERM BP-7599TH» 5, F£7/z. E-11-13.
F-4-8 % TAL-30-101%. “FrRk134F (200148) 8 H 8 H 11T T LS Rt > & —ITE KK
et U7z, EERFFEESIL. E-11-1323FERM BP—?GQS’C‘%U\ F-4-87°FERM BP-76
99TH V. L-30-10AFERM BP-T7T00TH 5, E£7=. E-11-13. F-4-8B KX L-30-10
V. ERE134E (20014F) I0R1IBM T TLERESFEE Y —ICERTFEL 7=, EERE
&SI, E-11-1325FERM BP-T7T70T&H D . F-4-8AHSFERM BP-7768TH D . L-30-1
O03FERM BP-T7769TdH D, FE/=. 03048 X OKMTRIVE. FEpk144E (20024) 5H 10H
MIFTCLEREFFE Y —ICEBRFFEL 2. BRFFHLESIL. 0304HFERM BP-8037
TH D, KMIR1ZSFERM BP-8038TH 5,

EZhEpld e bREIIOTY CEEk (Igk) 25 5. & MATRAILRIE .
O—F I HFiAE X e FPITRAIL-R2E / 7 0 — F )V ik O H
t RTRAIL-RIZ FR2D M/ 3 & & M eGlOFcEB &R E Ly >IN0 8
(BLF. e TTRAIL-R1-hFc) . TTRAIL-R2-hFc) &WS., (ALEXISH:#L,
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TRAIL-R2-hFcizBI L Tid. TRAIL-R2D#ifaslfEE & L TI-1837 I VBN S/ 5
HOBEEMHE) ) Z0.5ug/nl UV EBEHEEERENK (LIF IPBSI W13, ) T
AL 72 D00 19D, ELISAHIS/N~Yr 707 L— bk (Maxisorp., X > 7%t
B) BT IVITIA, BRTIE S W4T T >F a2 X—FL. TRAI
L-R1-hFc XIETRAIL-R2-hFecE <707 L— MoEI 7=, RWT, LiEZ#E
T, &uxz)hic7oyF 73 (SuperBlock (B&kM#E) Blocking Buffer.
PIERCE#:#Y) ZmA. |IR T30HH-T >F 2X—FU., TRAIL-R1-hFc X IZTRAIL-
RZ-WFeSHEEB L TWARWEMIZ 7 Ov I/ Lz, 2DLIITL T, %7 )V %ETRAI
L-R1-hFc XIETRAIL-R2~hFeTa—F5 4 > LA L — M 2ERL /=,
HT VT, ERXDNATY R—<ORKELFEGIL]D) 24, BE T TIEM
S8z, &Uz)b%0.1% Tween203APBS (PBS-T) T2EIPEME L /=, KRWT,
FEETHTERXNTFF—ETEE I N2 VTFhe Mg Pk GOpl/oxIb,
Biosource International#bfl) #10% 7 Hw 7 T—2Z (kHAABEHRR S
) SAPBS-TT200BICHIRLZBKE,. S0 pn1mx. EETI0H1
>FaXR—hLE., 77— %, PBS-TC3EEFE. TMBRAEEKR D
AKO#EHL) 2/ )Vicl00p 19 DMmA,. BEERFTUSBA >FaX—FL 7,
&0 x)VIZ0. SMEEER (100 l/T7x)b) ZIA. KRZElkEDZ. HE4In (B8R
WESTOnm) ToOWNEZYI /707 L — Y —%— (MTP-300. DO FEXK
#) THIEL~E. £, N1 71U BE—=<0304. 0322, KMTRIXZCADIMD{EE $ 5 i
L, EHAICREBOFEZHWTHRE L ZBHEFIKICX D ERRERZ2T > 7=,
TR, FoNzhie FTRAIL-RIETR2HIED S b —F O HiEOHE 2 %1
ROFRURT, H1E, MBLZE MATRAIL-RIE ) Z O—F LHikod T
FGAKRORERIGEERTERTHSD., 213, WEL~ZE HETRAIL-R2E ./
—FNBREDY T 7 5 AR OLER S RTETH B,
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x 1
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EREITRAIL—-R1 YT TR A
ETIRZN TRAIL-R1 TRAIL-R2
1—13 I1egG4 + —
1—18 Il gG4 + —
1—32 I egG1 -+ —
1—40 IgG1 + —
1—43 IegG1 + —
2—6 IgG1 -+ -
2—11 IgG1 -+ —
2—12 T gG1 + ~—
2—18 IegM + -
2—47 1gG4 + ~
2—5 2 I gG1 + —
3—1 IgM + —
3—7 I egM -+ —
3—10 I gG4 + —
3—23 IgG4 -+ -
3—3 3 I gG4 + —
3—4 2 I gG2 + -
3—53 I gG1 + —
+ KIS
- RiSERL
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x 2
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ERHFLITRAIL—R2 BI75 R AR E R
Ptk TRAIL-R1 TRAIL-R2
A—4—-27 I gM — +
A—4—-29 I gM + +
A—11 I gM — +
E—11 IegGl1l —_ +
E—14 IlegGl1l — +
F—4-—-2 1G4 — +
F—4-—8 IegGl — +
G—3 I gM — +
H—34 I gM — +
H—48—2 IgGl1l — +
I1—22 I gM — +
I1—-35 IegM — +
J—21 IegM — +
J—26 I eM — +
K—8 I gM — +
K—16 I gM — +
K—57 I gM — +
L—4 I gM — +
L—-30 I1egG1 — +
N—18 I1gG4 — +
P—28 I gM — +
P—36 IegM — +
W—40—5 IgG1 — +
W—4 2 IgM — +
X—13 I gM — +
X—-14 I eG4 — +
X—5b1—4 I1gGl1l - +
X—51—12 I1egG4 — +
X—60 I gM — -+
Z—23 IegM — +
1—-39 IgM — +
0304 1G4 — +
0322 I gG4 — +
KMTR 1 IgGl1 + +
b1M I1egG1 + +
+ K EHD
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EHEplL &E /20 —FNHIEKROY T T AFE

EHEFAEFEROFIEICL D, T )V ETRAIL-RI-hFc XIXTRAIL-R2-hFcT
—F a2l ron7 L — b EERLUEBIC. U )V EPBS-TCAEMER L
7z TRAIL-R1-hFc¢IZITRAIL-R2-hFcZEa—5 4 > 7 L7427 0L —hrD& D
TIIT, EREFIATRELEZSLZDONA T R—OEEELFE GOulD) Z2ME. |1
HRKEEE%, 7))V EPRBS-TT2ARIEH L. RWNT., & IVicENT
NEEHETHERNVAF S —FTEZBEINZEY IHE Mgk, Y 2HE
FIgG2Fifk,. Y 2Pk Fe3FiAaXiIb Yy PHik gtk (&200065F .
b0 1/ =)V, The Binding Siteth®) ZMA. E|R T TIRMEA > FaX—F
UJz. PBS-TT3mPeisth. HBEEME (TMB. 1001/ )1, DAKOHEEL) % &Y
zViTmA,. BERTFTC2HHE A >FaxX—bULAE. KRWT, 0. 5MEEEE (1001/
Tx)V) 2MA. RiEZiEDkz. EE4n (ZREESSTInm TORNEEZ T
s L—bhU—F— (P-300, IO FE&RAE) TRELZ. Kz, N1 T
F—=<0304. 0322, KMIRIZTADIMDIEELT S Hifkld. EMEF10ICRRBE D HikE R
WTHIE L BEPMRICRD ERBEREZT 2. TOERZMERIRVTEUIR
ER

EhaF6 TRAIL-RIZXOR2FEHMAZICH I D E8E / 7 O—FILHEFE D KSR
EHF I THTBRL /ZTRAIL-R1del taFE B L9290 i@ B ONTRAIL-R2del taFEFRLI295%M
JAIZK G 5, BHALATIRIGELEZEET ./ 70— F PO R DOBE 2. FACS
R CIro7z. 2X10%/ml DIRE T, LI2OMIAL. TRAIL-RideltaZ8¥RL929%H M. TR
AIL-R2del taFEBiLI29ME 2, 126U B FTMmMEA D, 0. 1%NaN,. 1%FCSEHPBSD
Staining Buffer (SB) IC¥RiE & Bz, fMEEER (100w 1/2x)b) Z29I6RFLETS
L—bF (RZTF4vFV 28 IHELRE. B8 (2000rpm 4°C. 2
) L7, RiEZERAEAEL. ERFISTHEELAENA TY R—<0OK® B G0u
) ZMATE#ALL., KIETI0OHEBEL TS, BOLAEE (2000rpm, 4°C. 24)
LTEFEZBEELE, Xy b21000 1/T 2 )V DSBT2EBEHE Lz, 0.0125mg
/Ml ORPEHJEZEFR DY FHLE Mgk Flab' ), Fidk (DAKOFRE) 30pl1Zimx. K
BF304H1 FaX—FL7Z. SBT2EIVEEHL/z%. 300 1DSBIZEIE L. FAC
S (FACScan. N b TF 4w F Y 4E8) TEHEMBEOHENLCBEZRE Lz, £
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DFER W NOFIE S TRAIL-R1del taFEEILI29AH AL SUIXTRAIL-R2de 1 taZE3R1929
MM DHBNEEELEEEF L. LR2RADHEESEEEIRD sNBho 2 &
N5, TRAIL-RIKRTOMTRAIL-R2EFEEMICHES T 2HETH BT ENbho /=,

EREEIT RIS DM IE R S

ERBIBEZIIERBPIATIEFEBHEON S5HFE SN/ FHRIRAIL-RIT 7 Oo—F
IWHARIIE FPITRAIL-R2E . 7O —FIVBIRZELET BN T R—< D
EEEHWT., KBEMBTH 50010205 (ATCC No. CCL-222) IZxd SHHHLSE
FEEEEZRAIE LUz, 10%FCSZ2SORPMIEH THEEL TW/zColo205fia22. 5
X10Y/mlOBECHBEL., FET V001 TDODEIGNREESTL—F NT 2T
AW F VB ITHELZ. 3TC. 5. 0% RET A TF CLUREEREL 218,
NATI)R—IBELEEEOL/ T2V TIMA. 512, EMHRTRAIL-RIT 2
O— )V HiE i3 b RHITRAIL-R2E / 7 O —F IVHENIgcD B E . KIBEL g/
nliZ7as XS v¥hie et(r) REKR) 7 O0—F ik (7 <iE) %
ETINIZI0plTOMAE, BMELENT 7Y R—=<D—EIcDODN T, ¥YFH
ERIgG(y) FENRY 7 O0—FIVFEZEMLAZWNWT o))V HEHEL =, BiED
>ho—)bELT. B MHEBEZTRAILY >/ 2 E (DAKO*LEL) Z#KEBE100ng/ml
THELE. BHEI>bO—) &L T, E g6 (Biogenesis#®l) =ML &,
37°C. 5. 0% pEsH 2 F C48RFRIEE U255, MISEREE (Cell Titer 96 AQuy N
on-Radioactive Cell Proliferation Assay: O AH#H) ZFHHPTB DO HEEIC
FEWFABL, FEU V22000 1TDOHMLAE. I 5IIZ3TC. 5. 0% REH AT T2
R L 2%, EE490m (B2REEEm ToORXEEZTI 707 —FY
— & — (1420 ARVO <IIVF SNV A7 5 —  WALLAC#L8L) THIEL., I b
RUT7DRTREZEEELLC MBOAEAFRZEF LEZ, SNV OMBOEE
FE, TRRCIODEHURZ  £FR (%) =100X (a-b) /(c-b) (K. ald#k
MU ITIVORIEMEZ, NXEHEY TV ORIEESE, ciiBEa>ro—low T
NVOREEEZZNENEDT) . BRZH LI ~3HERICEIRP4LITRT ., £ 3
. & RRIRAILRIE/ 7 0—FINHEEZEETINA TY R—TDEE EFH
@. 010205t FIERFEEMBICK T s MEEAEEELE2TIRTHD,
* 403, b MHRTRAIL-R2E 70— FIIVHEZEAETENA T R—< D%
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HFD. Colo206k e PIEHHEREAMBICH T 2MREZFEELEZRTRTH
%)O

*x 3
ERMBTRAIL—-R | Y7252 | E MEER#ERE Colo205% i
1 Fidk R TR
1-13—6 I eG4 — —
1—-32—9 IegG1 — —
1—40—4 IgG1 — —
1—43—43 I1gGl1 - —
2—6—48 IegGl1 — —
2—11—5 I1gG1 + + + 4+
2—12—10 I1gG1 — —
2—47—-11 1G4 + +
2—52—12 IegGl1l + + + +
3—10—19 I1gG4 — —_—
3—23—8 I1gG4 — —
3—33—7 1G4 - —
3—42—3 I gG2 — —
3—53—15 IgG1 — —
2—-18—2 IgM ++ 4 T+
3—1—7 I gM — +
STRAIL 1pg/ml - —

++  EEFEE 8 0%LLE
+ EFEER 21~79%
— T HEEFEE 2 0%BLLF
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* 4
ERFHETRAIL—-R2 | 97275 A | & MESFHE Colo205%H
Pk EFEER R

E—11—-13 IgG1 ++ —
E—14—4 IgG1l + +
F—4-—2 I1gG4 + —
F—4—38 IgG1 — —
H—48—2 IgG1 + + —
L—-30—-10 IegGl1l + + —
N—18—12 IgG4 + + —
W—40—5 IgG1 + + +
X—14—4 IgG4 + + +
X—51—4 IgG1 — —
X—51—12 IgG4 + + —
A—4—29 I gM —~ —
G—3—10 I eM + + —
H—34-—2 I gM — —
K—57—12 I eM + —
W—42—2 I gM — —

sTRAIL 1lpg/ml - —
+ 4 AER 80°019L_I:
+EEE 21~79%
—AEER 20%LLTF

Z DR, b MRIRAIL-RIXUR2E / Z o—F )V Hifkid,. BiEa> ro—ib &
BB L CTH S M™ZColo20bfi i icfilEsb 2 A BT HEENDH D I ENHLGMN LR
S5/, 5T, 1g6THB—EDOE FHTRAIL-R2E / 7 o —F IV Hik TR, v F
Fil Rlgh(v) BEBHURY 7 O—F I FEIEFIE T (& FHIRAIL-R2E/ 7 10—
FINFAEDO 7 O 2 TBRENWIRE) TBWTHMIBEIEEFET SEENHL
EMREINTZ,

SEHEFIS I AL I 9 S Ml G P8 A IS
EHFIATIEN SEF SN2, B MTRAIL-R2E 7 00— FIIVHFIRZEET 5\
A7) R—<OBELFEEZAWT. E% L EFFIRNEM TS 2HVEC (Bio
whittaker#h&) T3 2 MEEHEEEE2BIE L /=, EGM-255H (Biowhittaker
#HE) THEEL TCWEIIVECHIAE 25X 10Y/nl OBREICHEL. U )10 19
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DEIGNRFETL—b (RT T4 wF 2 88 THELE. 37C, 5.
0% iR AT T2ARFRIZRL . N1 T R—<EELEE0L1/ V)T
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nm (2R EFEE6I0un) TOENEEZ <1 9’D7°I/“— FU—%"— (1420 ARVO IV F S
XNV H D 2 — c WALLACHE) TRIEL. S A RUTOBTLREEEEELL C.
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oneth®) S HeRDFEM (CERHBEHM) ITHLLZ, JSXORTHEL., N
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KN SHSNZRE E MHFTIRAIL-R2E Za—FILFiEE R N T, KiE
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WI0p192omA . WBELENATY F—DO—HIZDWT, ¥FHik et
(YRR 7 O0—FNHFEZENLZVWT )V 2ERLE, BEO> bOo—
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KL=, TO%., BEPFIAEEEEEN L 1. 0pg/nlicizdE31210nl/7
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1IZDWTE, ZOAY > H—THhH5VFhHke et (v) FEMNET. 70—
NWHFEREMATRNER ESITBWT (BEM) ZEH) dirok. TOHBEDOD
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AR I/ T 2B B D6 TEE T L — B ULDHY v/ I L~ L
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« L=30-10¥IN/C=240 (1
WTNOHIE D E R

# 5
Bt MHLTRAIL-R2 E% e SR Colo205 N/Cikt
ERLS LD50 (ug/mi) LD50 (ng/ml)

E-11-13 2.8 0.11 25. 45
F-4-8 0.002 0.02 0.1
H-48-2 0. 12 0.15 0.8
L-30-10 24 0.1 240
W-40-5 1. 47 0.7 10. 7

0304 0.002 0.02 0.1

0322 0. 06 0.04 1.5

KMTR1 >10 0. 04 >250

DIM >10 0. 15 >67

0304 (EBijh) 1 0.02 50
KMTR1 (Eizh) >100 0.1 >1000
b MR Z RITRATL 0. 25 ng/ml 2 ng/ml 0. 125

FE#kDHIET. BEE FHTRAIL-R2E / 7 0 —FIVHIKRIC K 5 M SE 55 S5
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B BRI I O AR AR Uie. Jurkat#iRZIC 64 5 BB T, 96X T IE
L—FDIRBZD1I00 1OEE#IZ4. X100 ZIEE L. FdEkzZ2HEmL.,. 37C.
5% COMF/E T CASEBIREEL BRI AEEFEZRZRBE Lz LT, &HAEDLD
508 (BA0id ug/ml) ERT.
E-11-130U25 1@ cxt 9 5LD50:0. 3. JurkatHHRE I 9 5LD50:0. 1.
L-30-10U25 LB iz 63 HLD50:0. 17, Jurkati#iiaicsds 31LD50:0. 13,
H-48-20 U251/ 82 1% 9 BLD50:0. 24, JurkatfpRizxtd SLD50:0. 07,
F-4-8DU25 1A EIZ% 9 5LD50:0. 03, Jurkat#iAg i3 5LD50:0. 004,
W-40-5DU25 1A I3 BLD50: 1. 0. JurkatiiAE 9 2 LD50:0. 48,
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BB D EBAEORBELIIUTORD Tho k.
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SH#%. 10H%. 1 2H%ICEE) LERTIHE. BELAYIILETIZIBNT
MBEESRVER SN (K9) . EEAEOREEIZILLTOBD TH o,
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1) TRAIL-R1-hFc. TRAIL-R2-hFcDEEAL

TRAIL-R1-hFc X IZTRAIL-R2-hFcZ 10mM Acetic Acid (pH4.0) THIBE10xg/m
IWWesX35FWRL, PIhHy AU TETE Y —F v FOBICEE/L .
BEbEMIX TFaREo@BD TH D, NMSHEHRM, T4 /- 7X2>70vF 2T
Bk s SR E O EEICHE > 7= TRAIL-R1-hFc & ONTRAIL-R2-hFcd b v 7 U >0 27
1, BEEBHECRHEOS AT 2 TNWA P ra IR DERL K.

(B EACSA)
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T bul/m

NHS¥E AL 74

ATV RZaT7hA > a

I —=NT7ITJavF2T TiH/

FREEHICLD., E2H—F w7 EICTRAIL-RI-hFcA3377. ARUASEEL S 31, T
RAIL-R2-hFcA8495. ARUSE /L S Nz & AR = N,

2) BEZHGROHHMEOHER

20 g/mlOFEEE FHTRAIL-RIFE / 7 a0 —FILHidR 2-6%. TRAIL-RI-hFc Z=HE
AL Lt —Fy 7 RIZ2MEML. FESTRAIL-RI-hFecEHBESLE T &
ZHER L=, D%, 50 mM NaOHZ Ib®MEHM L. #& U PR TRAIL-R1-hFc
MOFERITREE L (LUF. BE2IHMEEL2Z %2 HAE) E0WD) T E2HR
U7z RANT, BALUZTRAIL-RI-hFelzx U, HREE20 1 1/ THELE S HiTRAIL-
RIE/ 70— )VHFiE 2-6&KINJECTIE (1 RS, 10MMERE THRINLZ
#1250 mM NaOHZ 16# R M L. TRAIL-RI-hFcZHATESH., WS Y1 V)L %E
OERIR L7z, BIGE YT 7N Z 9EEELZED, B2 —F vy T EICEELL
7ZZTRAIL-RI-WFcEB X UOHNAFOESEICEMIETRO N7 &5, 50 oM
NaOHD 15 FEIH I T, TRAIL-RI-hFeNRET B I Em<FAEIND Z ENHLEN
Elxolz., FEEDOEF%Z. TRAIL-R2-hF¢ ZEELL 2 —F v &20nwg/n
1OFE E FHTRAIL-RZE /) 7 o—F Ltk E-11-13Z AW TITWL, AUE4AR
B TTRAIL-R2-hFcANHBATRIRETH B T 2R L 7=,

3) MEERMET

& FHIRAIL-RIE / Z o—F)VHifk 1-13. 2-6. 2-12Z& NN HBS-EP
(E7 a7tk +EE) T, 2.1, 4.2, 8.4. 16.8. 33.5. 67. 0. 134. OnMic B[
TR, SHEOFRBINZFRE20 1« 1/5 TKINJIECTIR (2 5 E. 6 O HM®
) ZAWTEIZEML, 220 —7 S AEWE LA FFIC, BE e MHITRAL
L-R2E ./ 7 a—FI)VHifk E-11-13. 1-30-10, H-48-2. F-4-8. W-40-6. X-14-4%
ZTNENHRS-EP (EY a7 #HNaw8) <. 0.52. 1.05. 2.1, 2.09. 4.19, 8.3
SuMICEBRREF IR L . STEOFIRRFIE 20 1 1/5 TKINIECTEE (2 HEkE4&.
2 5y MfREE) 2RAWTIRIZEML, Y —F I AZBELE. EFAEAICTDNT,
FTNENDE Y —T 5 A& RAWT, BldevaluationV 7 b verd. 2 (E7 a7 #k
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A& KX Dkineticsfigtr &7 o7z, Fitting model& U TBivalent model
ZMHWTGlobal fittingZzfr\y, WEEEELR., MEEREEREZRDE. Fi,
CDZDODDEBMNOE R EINLMEEES KdE) =zHH Uz, 7aB. fittingl
AnwktzY—rosR3ara—)bEbEZEL5E, I 5iZbufferEL=H

 DTHB. BREROCKUVERTITRT, EPDkasslIBEHEEERE., kdissla

AR R K AR R R T

# 6
e NHITRAIL-R] kass (1/Ms) kdiss (1/s) K, (nM)
itk
1-13 1. 08 % 10° 4. 58%10™ 4. 24
2—6 1. 62X 10° 1. 86 10™ 1. 15
2-12 1. 63 10° 7.80x10™ 79
=7
R FHITRAIL-R2 kass (1/Ms) kdiss (1/s) K, (oM
ik
E-11-13 5. 27X 10° 3.84x107 0.0729
L-30-10 6. 13<10° 1. 44% 1073 2. 35
H-48-2 5. 765X 10° 1. 58X 107 2.75
F-4-8 5. 63x10° 7.05%10™ 1. 25
W-40-6 1. 74X 10° 2.92X1073 16. 8
X-14-4 6. 55> 10 2.93x107® 44. 1

EREF L 4 F7O0—FINPiEkZ2I—-RI5EEF OB RO X FiEK

RN Y —DHE

(1) E-11-13. L-30-10. H-48-2¥ik BT DcDNAZ O — 2 J EFHENRNT &
— PR |

N T R—<E-11-13. 1-30-10. H-48-2% 10ng/ml Recombinant Human IL-6
(R&D Systemsth®) ., 10% Low IgG Fetal Bovine Serum (HyClonett#) & F eRDF
B (EBREERE) THEEL. BOOBCLOMEEZEDZRIRIIOL (F7 O
E—7 =)V )V#E) #@iml. EERERBEEICL 728> CTotal RNAZHIHIL 7=,
PLicDNAD W ZEfEI D 7 m— = > 7%, SMART RACE cDNA amplification Kit
(Zo—sw o 2H0, IRTOZEBERICLE=R > TiTo k.
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Sugdtotal RNAZEERI & LT, Ist strand cDNAZ{ERL /=,
1) 1st strand cDNA D&EL

Total RNA 5ug/3ul
5CDS 1nl
SMART oligo Inl

EEEMEROKREETIC T2 M1 > F 2 X— kLR,

5 XBuffer 2nl

DTIT 1pl

DNTP mix 1ul

Superscript I1 1lul
ZMMAA2°CTL Rl > Fax—h L7,

=51, 100uldTricine BufferzmZ /=%, T2°CT7 M1 >FaX—FL.
Isi strand cDNAZEWEL 7z, )

2) PREKZEHEBRLZE T, BHERTOBBERCHBIEFZERA Y —0OK
%

cDNA@ BglE 1z ik, TakarathdZ-Tag® FH 7=,

cDNA 2ul

10xZ-Taq Buffer 5ul
dNTP mix 4pl

L-Taq 1pul
T4 —1
T4
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R AL O BRI E ARSI TREESE 0l & L. PCRIZE L7,

B OMIEITIX, UMP (SMART RACE cDNA amplification Kit ; 7 oa—>5 w2
#hEly Ehh-675 4 <~ — (5-GGT CCG GGA GAT CAT GAG GGT GIC CTI-3") (%%
BHT) ZRAWN, BC1H, 68CIHROTAIINEIIERDIRLZ. 51T, T
ORI 1 nl =8 & L, NUMP (SMART RACE cDNA amplification Kit ; 7 o—
>Fwof#E) Ehh-3 51 ~<— (5-GTG CAC GCC GCT GGT CAG GGC GCC TG-
3) (BEFES8) ZHWVT, 98C 1R, 68CHOR DY A N EWEEDIERL /=,
D%, BIEL ZPCREWZPCR purification kit (F7 7 >#E) Tk
81, hh-4 (5-GGT GCC AGG GGG AAG ACC GAT GG-3) (EEFFEHE9I) =754
v—& LT, BEEFNNOREZIT> . BIFEHRHMNS. E-11-13. L-30-10. H-
48-20 3 7 O —VIEENKRBEBOEFN—H L TNWSE I ERGho /e, YT
O— > RCEERFIRECIIHBO SIS~ — 288 Lic. BIEREEIC,
tnH48KBgl(5’-ATA TAG ATC TCT CAG TTA GGA CCC AGA GGG AAC C-3)

(EFHF10) Z2HEKL. TOTSAIT—ZFZHWTRMAGRENS BRI EZHREL
72 BRI 54— E£tnCHNhe (5-GAT GGG CCC TTG GTG CTA GCT
GAG GAG ACG G-3) ((FEFIEZF1D ZHWTPCRZITVY (98T 1%, 60°C3O
. 72°C30%) . EEHBEIECDNAKT T = Sall. Nhel THELL ., M—ER THAEX
T W7z NbKGI~Val Lark~X 72 &% — (IDEC Pharmaceuticals, N5KG1 (US patent
6001358) DHEERT & —) ITEA L. HAIN/AZEFAdirect sequenceil
IO TRETINEZDBDER—THBD I LE. RN — %R E LU CHAMNERET
ST EICKUDRERL,

BRgHIX. UMP (SMART RACE cDNA amplification Kit; Z7mo— 25 v 7 ##) &
hk-2 (5- GTT GAA GCT CTT TGT GAC GGG CGA GC -3) (BEFIEBF12)
T4 —%FFEST, 8C1H. 68CIOP DY ZILEIERDIRL THEIEL /&,
S5, ZORBIE L ulZ2eE8 & L, NUMP (SMART RACE cDNA amplification
Kit ; 7o—25w 7 ##) Zhk-6 (5- T GGC GGG AAG ATG AAG ACA GAT
GGT G-3°) (EHHEF13) ZHNVWT. 8C1#H. 8CIRD T 7 IL%EERE
DKL=, T, #EiEL =PCREY ZPCR purification kit (F7 5 %
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By X DKL, hk-6 (5-tgge ggg aag atg aag aca gat ggt g-3) T4 I —
R WCHEHEES & RE Lk, EFBR,S, 32 0— & TIKBWTNEES
DEFN—H L TWBZ EMbholkizd, ¥ 7770 -2 Z@3kED TS5~
< —&FEA LR, EIIEREEIC. tnH48Hsal (5-ATA TGT CGA CTA CGG
GGG GGC TTT CTG AGA GTC-3) (EHEFI14) 2H&HRL. 20T 51—
ERWT, RAEFENS BEIEZRE L, FEMW S5 1 v — EtnCkBsi (5-
AAG ACA GAT GGT GCA GCC ACC GTA CGT TTG AT-3) (EFIHBE15) %
HWTPCRZTTV (98C 1 #. 60°C30%. T2°C30R) . EEE{IEIECDNAKT A %
Bglll, BsiWIT{LL . F—EEE TMEE N TWANSKGI-Val Lark~2 & —ic¥
AL, AT EESIANdirect sequenceil k> THRESNZDDEF—TH
HZElE, RV —EEGEHMELTRANEHRET DI EICIOERL .

B-11-13BE BT 25 4RI, S QRN TS S I % 1 — 1S9~ DNASE O I 2 3 ) 25 A
B OEEFEEROY I BRI EZ BN T IR,

<E-11-13 E#HPIZEHEE> (AEFIES 16)

GTCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGCTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGA
AGCCTTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCATCAGTAAAAGTTCCTACTGGG
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAGTATCTATTATAGTGGGAGTACCTTICT
ACAACCCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA
GCTCTGTGACCGCCGCAGACACGGCTGTGTATTACTGTGCGAGACTGACAGTGGCTGAGTTTGACTACTGGG
GCCAGGGAACCCTGGTCACCGTCTCCTCAGCTAGC

<E-11-13 BEH#EAEEE> (E5ES 17)
MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV
SGGSIISKSSYWGWIRQPPGKGLEWIGSIYYSGSTFYNPSLKSRVTISVDTSK
NQFSLKLSSVTAADTAVYYCARLTVAEFDYWGQGTLVTVSSAS
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<BE-11-13 BT EEE> (K7EF5 18)
TCACAGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACT
CTGGCTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTCCAGCCACCCTGTCTTTGTCTCCAGGGGA
AAGAGCCACCCTCTCCTGCAGGGCCAGTCAGAGTGTTAGCAGCTTCTTAGCCTGGTACCAACAGAAACCTGG
CCAGGCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCATCCCAGCCAGGTTCAGTGGCAG
TGGGTCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGCAGTTTATTACTGTCA
GCAGCGTAGCAACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG

<E-11-13 BT AHEE> (EFES 19)
MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCRASQSVSSFL
AWYQQKPGQAPRLLIYDASNRATGIPARFSGSGSGTDFTLTISSLEPEDFAW
YCQQRSNWPLTFGPGTKVDIKRT

ERDNADRIIRE LG AT, EIBEI6DL kMM SNEEHDTT=> A) b
WU EBATCI R ThH U, FIRTIZEER & E N BEROERILS Kiid 54615FH
DYF=r (M) EA2BHOF 7= (60 MIZHET 2. ¥/ BEFICBWN
T, EHTEEBIIEIBEEITONKEN S 44EHBOEY Y (3) BEETTD
D, USBEDOTYS=> () UBBNERERTSHS. BRUSNZEHEREON
KEBAHICE D, BHEOI Y FNVEFIIEFIEZESITONKKL D 26EHO Y >
(S) ETTHY. REKDONKIBAMFBSITO2IBREOINLIIY (Q) TH
5 ENESNERD I,

ERBADNACD BHER B 4A 2. BRFIB B 1805 ki 5 35% B DAN 51X U = B AT6
aARTHD, FAEERIE RKENSL4BEEDOTTF=> W) £TTHD. 73
JEEEFNC B W T, WAERIEIES 9ONKE, 5 R2TEHOUY > K &
TTh D, BEIN-EHEEAEONKBLMICE D, EH#HO T F I IVEFIIE
FEEIIDNEKBEELVABKEDOF/UT > () £TTHO. FREEONKRITIZE
EZEEV0NEEOZINYIVE B) THDHIENALN LR T,

L-30-10E S T 2SI, R NREH IR 2 O — B9 5 DNANE N E S I 22 a3
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B N EBREERAEEO Y X ) BES TN TN TIRERT .

<L-30-10EE&#H ] 22> (BlFI#E520)

GTCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGTTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGA
AGCCCTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCAGCAGTAGGAGTAACTACTGGG
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAATGTCTATTATAGAGGGAGCACCTACT
ACAATTCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA
GCTCTGTGACCGTCGCAGACACGGCTGTGTATTACTGTGCGAGACTGTCAGTGGCTGAGTTTGACTACTGGG
GCCAGGGAATCCTGGTCACCGTCTCCTCAGCTAGC

<1-30-10 BV EHEIEL> (AFIHE= 21)
MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV
SGGSISSRSNYWGWIRQPPGKGLEWIGNVYYRGSTYYNSSLKSRVTISVDTS
KNQFSLEKLSSVTVADTAVYYCARLSVAEFDYWGQGITVTVSSAS

<L-30-10 BT ZEHEE> (EFEF 22)
AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACTCTGG
CTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTCCAGCCACCCTGTCTTTGTCTCCAGGGGAAAGA
GCCACCCTCTCTTGTAGGGCCAGTCAGAGTGTTAGCAGCTTCTTAGCCTGGTACCAACAGAAACCTGGCCAG
GCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCAGCCCAGCCAGGTTCAGTGGCAGTGGG
TCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGCAGTTTATTACTGTCAGCAG
CGTAGCGACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG

<L-30-10 RS FIZEE> (EFIEF 23)
MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCRASQSVSSFL
AWYQQKPGQAPRLLIYDASNRATGSPARFSGSGSGTDFTLTISSLEPEDFAV
YYCQQRSDWPLTFGPGTKVDIKRT
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FEHDNAOBIERBAME AT, BEFIEB 205 KM 5NEFERDOTF > (A) 5
WU KBATGO R ThHD, HiRPI 288N & 5 O BERIE R 5461% H
DTT= (A) E462FBBOTT7 = (6) BICMNMBT 3. 73 JEBEESIZE WL
T, BEHEPIAEBIEEFEZES2IONKEN S 144FB8B 00 > (S) BEFZTTTH
D, MBFEHDTYS =2 (M) DEPNEEHEE THD, BETFEINTHY 7 Uz
7 (Signal P ver.2) ickU. BEHO 7 FNEFINIEFIESLIIONEKM L D 26
HFEHDOEYZ () ETETFHINZ, BEINZEHEREONRHTICTX D,
BHHEOY T FIVEINIEFIES2IONKRGIZ D26FBOEZY > () £TTHD.
RS ONARIIEFER2IO2TBEB OIS I () THD I VWM ET
27z,

B GEDNAD BHERBEAA A, BRAIB B 22005 KN 5 IIBE OAD 512 U E BATG
IRTHD, WIEFERIIS RKIFENSL4IBHOTTF=> () £TTHB, 7=
JEREINICHBWT, AIEEBIIEFIES2IONKENISI2IFHOU T (K) %
TThd., BEIN-BEHEEHEONKREOWICED, BHEOI VI ILEFNITE
FNEF2IDNKMKD2BEHD I U2 (6) ETTHD., BRBAKDNEKIF LB
HFBWDLUBEOITINIIVE (B) THOEIERNHALNER S,

H-48-2EESH I Z8 I, R CNERGH AT 28 RISk 2 1 — R 9 5 DNANE TN i 28 88 1 25 FE 5%
K OB A ZE RO T I / BENEENETNLLTFICRT .
1

<H-43-2ESHW R EIDY (BFHFS24)
TCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCCT
CCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGCTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGAA
GCCTTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCAGCAGTAGTAGTTACTACTGGGG
CTGGGTCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAGTATCCATTATAGTGGGAGTACTTTCTA
CAACCCGTCCCTCAAGAGTCGAGTCACCATTTCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGAG
CTCTGTGACCGCCGCAGACACGACTGTGTATTACTGTGCGAGACAGGGGTCTACTGTGGTTCGGGGAGTTTA
CTACTACGGTATGGACGTCTGGGGCCAAGGGACCACGGTCACCGTCTCCTCAGCTAGC
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<H-48-2 EHE W ZEEE> (ALFEHS 25)
MDLMCKRKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV
SGGSISSSSYYWGWVRQPPGKGLEWIGSIHYSGSTFYNPSLKSRVTISVDTS
KNQFSLKLSSVTAADTTVYYCARQGSTVVRGVYYYGMDVWGQGTTVTVSS
AS

<H-48-2 B#E A #®EE> (ALFIES 26)
AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAACCCCAGCGCAGCTTCTCTTCCTCCTGCTACTCTGG
CTCCCAGATACCACCGGAGAAATTGTGTTGACGCAGTCTCCAGGCACCCTGTCTITGTCTCCAGGGGAAAGA
GCCACCCTCTCCTGCAGGGCCAGTCAGAGTGTTAGCAGCAGCTACTTAGCCTGGTACCAGCAGAAACCTGGC
CAGGCTCCCAGGCTCCTCATCTATGGTGCATCCAGCAGGGCCACTGGCATCCCAGACAGGTTCAGTGGCAGT
GGGTCTGGGACAGACTTCACTCTCACCATCAGCAGACTGGAGCCTGAAGATTTTGCAGTGTATTACTGTCAG
CAGTATGGTAGCTCACCTCTGTACACTTTTGGCCAGGGGACCAAGCTGGAGATCAAACGTACG

<H-48-2 BT 28 > (BAIE= 27)
METPAQLLFLLLLWLPDTTGEIVLTQSPGTLSLSPGERATLSCRASQSVSSS
YLAWYQQKPGQAPRLLIYGASSRATGIPDRFSGSGSGTDFTLTISRLEPEDF
AVYYCQQYGSSPLYTFGQGTKLEIKRT

ERDNAD TR BIAE AU, BRAIBBUD5 KRB 50BHOTF=> () 75
EUEBATCT K2 T 0. kT2 IR & 5 2 R O B I35 SR 5 484758 H
DTF= (N) EABBHOT T (6) MICKBT 3, 72 BEAICS L
T, BREAZERIEIESBONKEN S 1NEEOLY > (5 BEETTH
D, I3BHOTI= (A) UBNEEERTH D, BETFEFITFEHY T b
7 (Signal P ver.2) ik 0. EBD 7 LEFIIEFIES 25 ONERE L D 26
BEOEU> (3) ETEFREENE, BHS N/ 8RHE R EONKBES L 0.
BRO Y FVERAIEEIIERBONKR LD BWEBOEY > (5) £TTHD.

R ONFRIIBABER B OUBEHOINF > (O THBTENHEHER

277
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EEEDNADOFIEREA A SIL. BEHIFRF26D5 KN H31FEB DAL S XL E 5ATG
JRTHO, AIZEEBIZS KN S4ITHEHDOY T =2 (A) £TTHD. 73
J BEERFNC B W T, FIERBEBIIESIES2TONREN S 129FE DU 22 (K) %
TThD. BEINEEHEERDEONSRmOWIZLD, BEO 7 FIVEEFNIE
FNHEB2ITONKMMLOV20FBD T U2 (6) £TTHU., BLRAIK DN GG I3 EF
HF2TO2HFEEDITINSY I (B) THDHZEDPHALSN LR DTz,

" (2) 034HEREBIEFDDNAZ O— 27 ERENT ¥ —{F#

NA TV RF—<0304% 3/ 0ICE > THED. RNATBHEISOGEN (Zvy R >
=) 2RV TTORa—IVIZHEWN., K900ugDRNAZREFRIL 72, ‘mz{
300 pg @ RNA ™ 5 Oligotex™-dT30<Super> (EHEHH) [TX D 13ug®
polyA*'RNAZ 57z, 5 5 1 7zpolyA*RNA Z #1 #l & L TSMART RACE cDNA
Amplification Kit (Z7Ba—2F v 7B /)NZ—#&) ZHAWT. TORMNDH
HEZEIC > T O0 - JERZERBL T, FiFREREFOREHEBDcDNAZ B
L7z, BARMICIZ. BE LU ZpolyA’'RNALO pgZ# B & LT, WEREERICX
5757 —ARARNT 2 RcDNAGKETD/Z. B 5N/ZcDNAZEHRE L T, t
roiEOESHE (T, BEFHIZHEEIOHT) EFEER,. BRXOEHE (BT, B
HLBEBHT) EEHEBDNASZ L ICFENZPCRA Y51 v — (HEA :
IgGlp. L#MA : hk-2) &SMART RACE ¢DNA Amplification KitflEDUMP
oA — (HUZDNADOFFRmIZEH I N2 L BEREINTHMBH /AU T X
TJVHAFR) 2754 —Ey hELUTHERHUPCRICKSHEY — 5B & W%
i (MUF, HVEBHT) ROLEY —FEH L EEs (UF. LVE b
) OEIEETH>~Z. PCRIZ. LA PCRA Taq DNA Polymerase TH %
TaKaRa LA Taq™ (EEEfE) 2@FHALEZ. 771 —FDNA%ZL x LA
PCR Buffer II(Mg?* plus). dANTP Mixture®400 ptM (BHKEBE) . 'S1<v—
2T %50.2 nM. TaKaRa LA Taq 2.5 U/50 plZ2 & ERICEHEML T, v FF
>PCR (94C 5 BREU72C 3 & (5Y A ZJV) —94C 5 B, 70C 10 B &
R72°C 3 & (5Y 7)) —94C 5 #, 68C 10 B K. 72C 3 4 (204
A4 Z70) ) TRIELE, WELZPCRWFIZ., =4/ — )VIEETEINL /=&,
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FTHO—ZFNEBEREKETEHINL., A>T S52>2ZHWNAEDNAKEFY b TH S
QIAquick Gel Extraction Kit (F 747 4#8) [T THEELEZ., BELEZHVE
KX OLVEF Fri2 D W T, ABI PRISM® 3700 DNA Analyzer ( Applied
Biosystems# %) %/ L TDNAKBESI 2 ®E L, £, HVEBLY DM
BWT X, TNENTA O—Z 2 JEZ2 A WSpGEM®T Easy Vector System
(TOAHHE) [T T 70— T2 F0W, BeNkEr7o0—-—207F5 A3 R
DNAIZDWT-T >>Y— FDNADOHE EEF %= ET L CPCREWDOERES — 7 > &
kR SR L. DNAREREIIREDZDICHA WS4 < — 0 (H
$% : hh-4. L84 : hk-5’%Chk-6. R UpGEM®-T Easy Vectorf : SP6&T7) I
KBWRLZ. HVRULVOEPCREIF OEES — 7 > AR EY T 70—
DT ENEERO O— > ODNABER FIfFITERITESIC—8 L /.

0304F AL ODNAZ I & LT, FLEOY —F —E 5 &I EER %, Kif
A D 7= DHIEBEE M 2 AT B LS CFHA 2 LTS —EANT
PCRTHBIBEBL/Z. AWETS1<—1v hd, %8 (C23LBCL&UC23LBsi)
WS ZR L. o NZPCRETFIZ. T4 ) —LILBCHEHIL L =1, IR E
% Bgl IITHLALEL . BFICBsiW ITOHEUEZITW, 7HO—AFIEXR
PkB) THI400bp DT EZEIINL., AT 52 A NWBDNAKESTw N TH 5QIA
quick Gel Extraction Kit (F7 7 &) ICTHE L=, A, XU ¥ —T
#» H5NB5KG4-Val Lark (IDEC Pharmaceuticals, N5KG1 (US patent 6001358)
DWENRD F—) KDODWTIEHERICHEERBgl II. BsiW IHEZERXTT 5 /=
#. By > E{bYLE & U TAlkaline Phosphatase (F. coli C75) (E#H&t
) RTUE LRI, 70— XS ESKE EDNAKEF v FTR%kbIE O
DNAZEIN Uz, ZTN52D DMK %T4 DNA ligase 2HWT IS5 — a3 >
LT, RIBEDHSaNEA L TREELAEZEZ., NFKG4-Val Lark 1Z0304%i
AELED ) —F —+ A BEENFEA TN/ T T X3 RDNA. N5KG4-0304L % 2
RUTHABFEIODNABERF 72 E L CDNAKREEEFINITERELE NN
EZEBERLE. 23U THELNIENSKG4-0304LICHE A A EIREL2FEAT B/~
D, AT T A3 RDNAZFIEEESE Nhe I, KX, Sal ITIEXRPIBIL., & 5k
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UL ET o 2%, $9.3 kbR Y —DNAZKBE L. —F. FiikOHH
DTT X2 RDNAZSEE E LT, 03049 AHEBEETO U — & —E & 7125
HAEPCRTHIEL/7Z., WIEOEZDDOT S < —ty b (T0304Sal&TAT0304Nh
e) DEHIZEFKBIZRL .

BONTZPCRETAICDWTHIREESE Nhe 1&Sal LI K B UIBTALE Z1TW, 7
AU —AT)VERIKE) THI450 bp DB Z2RE L7, CZN52ODNAZE 51
F—2a U TKBEANEALTHERREZEZST. BNE T SHEDO ) —F —
ESl & BEIEAHEAINZ7 00— & 8BIR Uz, FAED ODNAE AL S %
HELT. PCREIBLTHEAINAZREMNCERE LB TFES EHEN /RN

IR LI,

0304ESH W ZEMEE., KOBEETEMEE Z I — F 9 2 DNAME NIC B 2 H Il &

CEEHAZEINOT X /BEINEZZTN TN TITRT .

<0304ESHFIZE D (BLFNEHE S 28)

CTCAACAACC
TGGACCTGGA
CTGGTGCAGT
ACTTCTGGAT
GGACTTGAGT
TTCCAGGGCA
AGCAGCCTGA
AGTTATTATA
GICTCCTCA

ACATCTGTCC
GGATCCTCTT
CTGGGGCTGA
ACACCTTCAC
GGATGGGATG
GAGTCACCAT
GATCTGAGGA
GAGACTATTA

TCTAGAGAAA
CTTGGTGGCA
GATGAAGAAG
CAATTATAAG
GATGAACCCT
GACCAGGAAC
CACGGCCGTG
CTACGGTATG

0304 ESHR] B> (EEF1E%S29)
MDWTWRILFL  VAAATSAHSQ  VQLVQSGAEM
GQGLEWMGWM  NPDTDSTGYP  QKFQGRVIMT
SGSYYRDYYY GMDVWGQGTT VTVSS

62

ACCCTGTGAG
GCAGCTACAA
CCTGGGGCCT
ATCAACTGGG
GACACTGATA
ACCTCCATAA
TATTACTGTG
GACGTCTGGG

KKPGASVKVS
RNTSISTAYM

CACAGCTCCT
GTGCCCACTC
CAGTCAAGGT
TGCGACAGGC
GCACAGGCTA
GCACAGCCTA
CGAGATCCTA
GCCAAGGGAC

CKTSGYTFIN
ELSSLRSEDT

CACCATGGAC
CCAGGTGCAG
CTCCTGCAAG
CCCTGGACAA

TCCACAGAAG

CATGGAGCTG
TGGTTCGGGE
CACGGTCACC

YKINWVRQAP
AVYYCARSYG
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<0304 S M ZE gEIR> (BL31#E S 30)

GAGGAACTGC
CTCCTGCTAC
ACCCTGTCTT
AGCAGCTACT
GATGCATCCA

GACTTCACTC

TCAGTTAGGA
TCTGGCTCCC
TGTCTCCAGG
TAGCCTGGTA
ACAGGGCCAC
TCACCATCAG

CCCAGAGGGA
AGATACCACC
GGAAAGAGCC
CCAACAGAAA
TGGCATCCCA
CAGCCTAGAG

ACCATGGAAG
GGAGAAATTG
ACCCTCTCCT
CCTGGCCAGG
GCCAGGTTCA
CCTGAAGATT

PCT/JP02/04816

CCCCAGCTCA
TGTTGACACA
GCAGGGCCAG
CTCCCAGGCT
GTGGCAGTGG
TTGCAGTTTA

GCTTCTCTTC
GTCTCCAGCC
TCAGAGTGTT
CCTCATCTAT
GTCTGGGACA
TTACTGTCAG

CAGCGTAGCA ACTGGCCGCT CACTTTCGGC GGAGGGACCA AGGTGGAGAT CAAACGA

<0304 E Pl R > (BCHIFE=31)

MEAPAQLLFL LLLWLPDTTG EIVLTQSPAT LSLSPGERAT LSCRASQSVS ~SYLAWYQQKP
GQAPRLLIYD ASNRATGIPA  RFSGSGSGID FTLTISSLEP EDFAVYYCQQ RSNWPLTFGG
GTKVEIKR

EHHDNAD FIRRBRIE H. BEABEF LD KN S6FBH DY T2 (A B5
WCEBAGOR>THD, S RWEMASAIFHOTY T =2 (A) ETHHEAZE
I THD. VI /BREIICHNWT, BEEvAZEEBIIESIES2IONR RN 5 145
HBHOEBYZY O BERTTHS. BETEHIANTFHEY 7 T (Signal P ve
r.2) Tk, BEEO 7 FIVEFINIEINFSL2IONREL O IIFEHOEY >

(8) ETEFRHENZ. KBAVKRONRIFIZAEINBFSLID2WEFHOITIY 2 >
Q) THHEDBOEEZLND, '

IRBDNAD BRI 1T, BEFIEEIVDL KIFEH,N 5 34FBB DANSIZ U £ BAT6
ORTHD, WEEBIIY RMHSI44FRHOTT = () £TTHB, ¥ =3
JBEIIICBWT, AZEEBIIRFAZEINONKRENS1I2TEHOUI > (K =
TThHD, BlaFEEITFHEY 7 b7 (Signal P ver.2) Ik, BEOI T
FNVEFNIRANEZSIIDONKFE L VD 20BHDO ) > > (6) ETEFRIENZ. R
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AR DNKR i 1T ELFEBIIDNBEHD IV I VB (B) THH HBDEEZ LN,
* 8 HBDNADEEE S

N | 74 B2 (5 to 37) EX BE

o B

1 |IgG1 TCTTGTCCACCTTGGTGTTGCTGGGCTTGTG 31-mer | 36

2 | hk-2 GTTGAAGCTCTTTGTGACGGGCGAGC 26-mer | 12

3 | hh-4 GGTGCCAGGGGGAAGACCGATGG 23-mer | 9

4 | hk-5 AGGCACACAACAGAGGCAGTTCCAGATTTC 30-mer | 37

5 | hk-6 TGGCGGGAAGATGAAGACAGATGGTG 26-mer | 13

6 |SP6 GATTTAGGTGACACTATAG 19-mer | 38

7 [T7 TAATACGACTCACTATAGGG 20-mer | 39

8 | C23LBCL | ATCACAGATCTCTCACCATGGAAGCCCCAGCTCAG | 41-mer | 40
CTTCTC

9 | C23LBsi GGTGCAGCCACCGTACGTTTGATCTCCACCTTG 33-mer | 41

10 | T0304Sal GCGACTAAGTCGACACCATGGACTGGACCTGGAGG | 38-mer | 42
ATC

11 | TO304Nhe | AGAGAGAGAGGCTAGCTGAGGAGACGGTGACC 32-mer | 43

12 | SEQU1783 | GGTACGTGAACCGTCAGATCGCCTGGA 27-mer | 44

13 | SEQU4618 | TCTATATAAGCAGAGCTGGGTACGTCC 27-mer | 45

(3) KNTRIFIEEETFDOCINAZ B—22
NA 7Y F=YRKMTRIfifE Z iR LI XK > TED. RNAHMPHEISOGEN (=

wIR T — ) 2RAWTTO NI —IVIZHEN. FI900ugDRNAZBHE L /=,

KIZ, 300 ugDRNAM 5 Oligotex™-dT30<Super> (EFEEHEL) X D13 ug
DpolyA* RNAZ B 7z, 15 5 I/zpolyA'RNAZ ## & U TCSMART RACE ¢cDNA
Amplification Kit (7 O—>Fv 7> NNZ—t&) 2HWT. TOHRMDOH
HECH > T/ OV T EREERKL T, FiEELETORZEEHOCDNAZ
Bl BRI, BELUZpolyA' RNALO ugZz B & U T, WEREFERERICK
577 —AMAPMT U RDNAGKRZT 272, 553N /mcDNAZEREL T, &
FEAROESE (LIF. EEIIHBEEOHT) EHER. PO (BUN. B85
HFLBEEDBHT) EEEEDNAZS L ICEKERENZPCRAY 171 ~— (HBEH :
IgGlp. L8 : hk-2) &SMART RACE ¢DNA Amplification Kit{d @D UMP
T4 — (G LZDNADSRImICER I N2 HBEFNICHMEN /AU I X
PVFFER) 2754 —ty FELUTHEHALPCRICEAHEY —FEH & 7] &
fEiEL (AN, HVEBHY) ROLEY —FEI v EEE (LT, LVE b
9) DBIEEFT o7/, PCRIZ. LA PCRF Tag DNA Polymerase CT&H D
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TaKaRa LA Taq™ (FE#¥&Es®E) 2FHLE. 72 7L —FDNA%1 x LA
PCR Buffer II(Mg*" plus). dNTP Mixture®Z400 pM (BRKEBE) . 751 <—
218 #0.2 uM. TaKaRa LA Taq 2.5 U/60 plZE EIRICHEIML T, FvFF D
>PCR (94C 5 B X V72°C 3 43 (YA Z7JV) —94C 5 #. 70C 10 ¥ &
72C 8 4 (BY- ZJV) —94C 5 . 68C 10 B K., 72C 3 & (209
A7) ) TRIKLZZ., WBIBLZEZPCREI A&, =4/ —)VIEE TEIXL 7=,
THO—=ZATNELKXBTENL, AT S22 NSDNAKE:Y FTH B
QIAquick Gel Extraction Kit (F7 57 2 #8) IcTHEHE LA, BELEZHVE
K OLVEF i D W T. ABI PRISM ©® 3700 DNA Analyzer (Applied
Biosystemsth#) Z{#H L TDNABERFIZHRE L 2. £/, HVRUOLVO#E
BET 1L, TNENTAY O— > JHEE2 AW SpGEM®-T Basy Vector System

(ZoAFT#HE) 70— rzTn, o nzZr7a0—20753 X3 R
DNAIZDWTA >U— FDNADHEEE S ZfFHIT U CPCREMOERES —o 2 R
TR EHE LU, DNABERFIREDZZDITHAWEZT T4 v —0Es (H
#H : hh-4. L# : hk-5X% Chk-6. XUOpGEM®-T Easy Vector/H : SP6XT7) &
MEE IR L. AVRUOLVOKPCRMFr OERZES — 7 AR EY T o
O—Z273NEERO O— > ODNAEEEFIENTERIZZES I —F L=,
WRETELZKMTRIMBICEE T2 MMABET OHBM K L ODNAK KA
MMEY X BN Z2RT

KMTRIESHAI 2D (BESUEF32)

GAGCTCTGAG AGAGGAGCCC AGCCCTGGGA TTTTCAGGTG TTTTCATTTG GTGATCAGGA
CTGAACAGAG AGAACTCACC ATGGAGTTTG GGCTGAGCTG GCTTTTTCTT GTGGCTATTT
TAAAAGGTGT CCAGTIGTGAG GTACAGCTGT TGGAGTICTGG GGGAGGCTTG GTACAGCCTG
GGAGGTCCCT GAGACTCTCC TGTGCAGCCT CTGGATTCAC CTTTAGCAGC TATGCCATGA
GCTGGGTCCG CCAGGCTCCA GGGAAGGGGC TGGAGTGGGT CTCAGCTATT AGTGGTAGTG
GTGGTAGCAG ATACTACGCA GACTCCGTGA AGGGCCGGTT CACCATCTCC AGAGACAATT
CCAAGAACAC GCTGTATCTG CAAATGAACA GCCTGAGAGC CGAGGACACG GCCGTATATT
ACTGTGCGAA AGAGAGCAGT GGCTGGTTCG GGGCCTTTGA CTACTGGGGC CAGGGAACCC
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TGGTCACCGT CTCCTCA

<KMTR 1 22 85 7Y 28 AR 48>
MEFGLSWLFL VAILKGVQCE
GKGLEWVSAT SGSGGSRYYA
GWFGAFDYWG QGTLVTVSS

<KMTR 188 88 wI 25 5 38>

GATCTTAAAA GAGGITCTTT
GGAAGATGIC GCCATCACAA
GTGAAATTGT GCTGACTCAG
CCATCACCTG CCGGGCCAGT
CAGATCAGTC TCCAAAGCTC
CGAGGTTCAG TGGCAGTGGA
CTGAAGATGC TGCAGCGTAT
AAGGGACACG ACTGGAGATT

<KMTR 1828 85 m] 25 fE 3>
MSPSQLIGFL LLWVPASRGE
QSPKLLIKYA SQSFSGVPSR
TRLEIKR

(BL%1 &5 33)
VQLLESGGGL VQPGRSLRLS
DSVKGRFTIS RDNSKNTLYL

(BLFI 35 34)
CTCTGGGATG TGGCATGAGC
CTCATTGGGT TTCTGCTGCT
TCTCCAGACT TTCAGTCTGT
CAGAGCATTG GTAGTAGCTT
CTCATCAAGT ATGCTTCCCA
TCTGGGACAG ATTTCACCCT
TACTGTCATC AGAGTAGTAG
AAACGA

(Bd71% 5 35)
IVLTQSPDFQ SVIPKEKVTI
FSGSGSGTDF TLTINSLEAE

PCT/JP02/04816

CAASGFTFSS YAMSWVYRQAP
QMNSLRAEDT AVYYCAKESS

AAAACTGACA AGTCAAGGCA
CTGGGTTCCA GCCTCCAGGG
GACTCCAAAG GAGAAAGTCA
ACACTGGTAC CAGCAGAAAC
GTCCTTCTCA GGGGTCCCCT
CACCATCAAT AGCCTGGAAG
TTTACCGATC ACCTTCGGCC

TCRASQSIGS SLHWYQQKPD
DAAAYYCHQS SSLPITFGQG

EHEDNAOFIRE AL, EAEBI2OL KEMNSSIBHOT = () 5
HUEBDAIGOA R THD, 5 KRKWEMSAITEHDOT T > (A) ZTHFHEALE
HHTH D, 7/ BEFTBWT, EETEEEIIEIIES33ONREN 5139
ZHOEV (S) REFEFTThHS, BETFEAMNFEY 77 (Signal P ve
r.2) Ik, BEEHOZ T FINEFNIEIIEZESISONKGEL D 19FBHDO S X571 >
(C) ETEFHIINZ. RBEONKRIZEFBZESFIBOUWEEHO IV I 28
(B) ThHardBDEEABNS,
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B SHDNAD FIBRBI IS 213, BLFIB B 34D5 KM 5 66F B DAM S 1L U £ BAT6
IR>THD. FIEEBIIS KGN S443BEHOY T2 (A) £ETTH5H. 7=
JBEINIB W T, WEEBIIENESISONKENS126BEBD YT (K) &
TTHD. BETEFFHY 777 (Signal P ver.2) 12X, B#EO Y
FTHEFNIEFNESIHONKRE IV IIFEHDO 7 U > (O ETEFRIESNZ. K
FE DONKIIEIIERIDO20EB OV I 2B (E) THHHBDEEA SN,

SEHEFILS MR A RIS R O/ER

ERPIATHEELZHBZABIPEREEN Y —2EEMRBICEAL., Hinzs
PIAEFRBEMEEEREL 2, REOZD OEEMBICIE. # X IXCHOMIE D dhirk
ik (ATCC CRL-9096) ZRA W/, EEME~ADODXRI Y —OEAEFTL 7 FOR
L—2a itk DRELE., AR —§2ugz HIEER cHRRME L. Bi
0o-Rad elecirophoreterz b B W T350V. 500uFD4H-T. 4x105@ O CHOMMIE - &
ETFEZEAL. %6well culture platelc#EREL /=, BRI Y —DBIRT—H—
W LZZEFZHRINL TEEZ2#MRKR L, OO0 — 2R L 2%, EHE4Z
RUEHIERICE > T, FiERBEKRZEN LU, ZR LR S oFaEEg,
W 101 L 7298 o THF 5 72, |

R0 S A BRI & B BRI 3B R 7 7 B e
EREFLSMSESNZHBEZEE FPLIRAIL-R2E ., 7o —F N HikZEHWT.
KGEMR TH 50010205 (ATCC No. CCL-222) o3 SHHMRIES EIF M 2 BT
U7, 109% FCSESORPMIFEHETEEZE LT /=Colo205fAE 2 1. 0X 105/ ml DB E
B, Uz LI00n]TOEWKTET L —F (RF R>F a4 vFy it
#) W L7z, 37C. 5. 0% 5 H 2 Fe2ABERIEE 2% U724, SBHIKER] (CHO
~3). H48 (CHO-3) Z#<#EEE10. 100. 1000. 10000ng/mliciz® & 31101/ =)L
THA. E5ICVEHE Mt (r) BRRHRY 7 o—FLHk (37 <ikm) 2
BT, 100ng/mliT7al KD, F U oIV p 1T DMA Tz, BEL =N
T R=IZDWT, ¥YFHE bec(M)FENRY 7a0—F I FEZ2HEmML 7z
W TV BER L, BT FO—LE LT, b MEMATRAILY 282 B (R
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&D SYSTEMS#bE!) Z#&REE]l. 10ng/mlTEMA L. BEa> bo—)LEL T, &
FHIHSABIRZfEAE U7z, 3TC. 5. 0% REEA X T CARMERIBE R L= 1%, MISEt3E
(Cell Titer 96 AQumys Non-Radioactive Cell Proliferation Assay: 71 R
Arti) Z2HAZOFRICHVAEL., ST z0c20u 17 2HmML7E. I 5123
TC. 5. 0% EREEAT AT CLFRIEZEL 2%, EE490nn (Z2HEE630nn) TOK
NEE2<A 707 L — MU —F— (1420 ARVO <IN F TV 57 >4 — : WALLAC
#E) THEEL. S FaCFUTOBRITEZHEESL T, MEOEFREZEEL
oo B xI)VOMEOEFRIIEBATEFKRKICIDERL &,

EREE1 la. 11bIKRYT, M11aldv¥He bet(y) HEHRV Y
A= IR EFERMUTHENERROKERZ., M1 1 b vFHL Mt (r)
B RU 70—V REZENLZEROKEREZ, TNTiurTd.,

11adkt. HEBEAHFETH BELL(CHO-3) . H48 (CHO-3) idHiik B DR T
HColo205/i A2 ICHIMESEZ F BT HEMENH D LALLM ER>7. i,
11b&b, YFHE () FEMRY I O—JHEEZEMLEZES. N
AU R—YOEBEELENSHERLZRELRASOMMIEFEEEEZRT Z &N
BHeMhElno iz,

AHMETHIRALZZTOTEY. FFACFHFHEIL, 20EE5ELLT
AHMFICWD ANLS DD ET B,

EEZE L ORI A O RIER 4 , .

AFEWHIZE D, TRAIL-RIRVR2EZFHRRL TWHEMBICERT 5 EEBICH T3 F
BF OISR, BICEEEBREXREILTERTHD. DOFBADEEENE
BT BHILENTES, MO TREEDE WA TNEMLSI N,

AT U —FF A b
BEFIE S 1 @ & BRDNA
Bzl &= 2 : & BDNA
Bd2& %= 3 : & BRDNA

68



WO 02/094880 PCT/JP02/04816

EHHES 4 - &ELDNA
%% E 5 : A BERDNA
EEFIES 6 : &EDNA
ELFIEE 7 : & BRDNA
EFES 8 : &RERDNA
Bl F1%= 9 © & EDNA

EEFIES 1 0 : & HEKDNA
EFEES 1 1 . &EEDNA
BELFEHS 1 2 : &EDNA
BFIEE 1 3 A AKDNA
ELFIES 1 4 : G RDNA
EEF1BE 1 5 @ & EKDNA
EEFIEE 3 6 : A AKDNA
Bo%1&S 3 7 : & EDNA
LIS 3 8 : A EEDNA
EFIES 3 9 @ A EDNA
EFIES 4 0 © & EWDNA
SIS 4 1 : & HDNA
EFIEES 4 2 - A RDNA
EEFES 4 3 : &EDNA
EF#ES 4 4 : & EDNA
BFIES 4 5 @ & EDNA
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FE R O O

1.  TRAIL-R1IZRTY/IETRAIL-R2ICHE & 9 B Hi4k X3 2 OHERERIIT A .

2. BFo@~C)2r5RBIENZDRED1DOMEEZ2ETHHRE LR
B D PR LT DHERERIIBT Fr.

(@) TRAIL-RIZ O/ XIZTRAIL-R2ZHRHL TWHHAIBMEIC T R N — X Z25HET
SEMEEHET B

(b) TRAIL-R1& O/ IETRAIL-R2ZFHB L TWSH b FIEFEMBEICIIEEZ RITS
A

() b MFEMEEEZHBFE LW

3. LT?D(@)~ () DI RTOMEZEET DHRILZT ORI .

(@) TRAIL-RI B O/ IITRAIL-R2EFHFE L T A BWHRICT R b — X 2 FE T
DL ERET 3

(b) TRAIL-R1X% O/ I TRAIL-R2EFI L T2 & MIEHMBICIIEEZ RIFS
AR

(c) e NFEMBEEEBEFRE LN

4. TRAIL-R2ICII#ES T D NTRAIL-RUCITHE S L7/a WEERIE 2 i 3 &d&E o
PUA X137 O HERERIWT .

5. TRAIL-R2iT#5S UTRAIL-RIC BHES T D 5FR™E 2 XTI 3 sd B o Fisk ix
Z DHEERE BT Fr o

6. NYUA-NUAINATYUR—IEZXDEEINDE/Z7O0—FIVHET
HBHIEERRBET S, FBREL~5OWTINNITREHR DT UTZ O HERE R IT
Fro

7. EMIAKRTHLIEZFHETS. BREL~6DWTNNCERE O
TR X IEE D HEBE FIUT |

8. MIREET. Sx10'KR ORISR 24 IC BT 3 & Mot A LD504E
0.0l ng/mlBA ETHB5EREL~7 OWT NNICERFHOFIKRITZEDOHEER T
Fro

9. HIREET. 5x10'ROREREI2ARRIICB T 5 & MRS 3 ALD504E
A0 lpg/mMPLETHBERE L~ 7 OWT LN ITERE O BLREE D RE Y B
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Fro

1 0.  MIBEET. 5x10' R O RISE B 2485 i B1F 3 & R IFHIE Iz 54 2LD50
E22-10eg/nl THDFERE 1L ~ 7 DT HNNITEET O BRI Z DEEERW A .

11, AR S5x10 R ORGSR 24REICB T 5 & b /I IcsE 3 5150
B30 e/MEL ETHBEERE 1 ~ 7 DWW NI IR DT X137 O BB i
Fio

12, M xIVERCRISFER24BRICSBITS b FITF#IRICH T 5LD50
BEA10-100 2 g/mI THBFHEKRE L ~ 7 DT IS E O FLE XIT7Z O HBE I
Fro

1 3. HHREET. 5x10' R N SEE I 2485 R 12 B 5 & RN c x4 3 LD50
R0 g/nIBA ETHDFERE L ~7 ONTNNITEIEE OFiIIk X ITE DR
Wi .

14. 2. 5x103 K O RN 480 R iC B3 5 BRI I 1Tk 3 S LD50/E A3 1
00 ug/MIEL FTHBEFERIE 1 ~ 7 DWT NI D PIE L2 D BRI .

1 5. AR 2. 5x103 B OV B s Rr FET A8 Br RV 33 1) B M A 1T 59 B LDS 0B AT
Ong/mMENTTHBHEREL ~ 7 OWTNNICERE O TR Z O HEEIW .

16. AHALE2. 5x10° B TN Fis IR I 48R 112 35 V) 5 & M i 12 569 5 LD5 04l 730,
Tug/mMAFTHBHERE L~ 7 OWTNN TR O P IZ 2 OMWEEBI A .

17,  HIREEK2. 5x10%%% OB i ep ] 4 8IERET I B U 2 JE FE B 12569 5 LD5 04E A3 0.
02-0. 11 g/mITHSFERE 1 ~ 7 DN NI EEE D P ITF DRI .

18. #ilE%k2. 5x10° R OV i R R 48R T I 33 V) B FE Al B 12 53 5 LD5 04 A3 0.
0208/mIBA FTHBHEERE L ~ 7 OWT NI REER DO FUER L OB .

1 9. FREKT.5x10R VR SEEIABRICHBIT % & FFFMRICx 3 51LD50
fEAY2-100 ne/mITH O, D! M2 bx103 K KIS RH48E T IC B 2 5
BRI 9 HLD50EAY0. 02-0. 11 g/l THBERE 1 ~ 7 ODWFNLICEBROP
PR I3E OBERERIBT o

2 0. HEREET. Sx10'B ORISR 24K RIC BT S & AP I3 3 LD50
B, HIEL. Sx10° KON SR 48 F I 1T 351 2 BB 13 3 B LD50E D 2 fZ
LETHBEREL ~ 7 DNT NNITEEE QPR IEE OHERERY BT

2 1. MR, sx10 R ORISR 24K IC B 15 & MR IC 33 5 1LD50
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A, HHAR 2. 5x103&01§mﬁ#F‘i48ﬁwF§JL%Hé%ﬁﬂﬂﬂab_ﬂ?%wwﬁ@104%
PETHDHRE 1 ~ 7 DL NI RO IE 7 ORI

2 2. FHRAET. Sx10'R OV ERFREI24BEEIC BT B & M RIZ T BLD50
fEAS. HMIREE2. 5x10% K K kR 48 IC BT B B ic 9 B LD50ME D 5044
DUETHZERE L~ 7 0OWNTNNIZEREOTUEIIZ OMEEERIMT .

2 3.  MIECT. 5x10' M NS RER 24K I B 1 % b M FHIIE IC 9 B LD50
EAS. MARE2. 5x103 % N IS EF RS 48R IC B 1T B IE I I 69~ B LD 0 D 5045 -
100fFTHDFERE 1L ~ 7 OWNT NN OTEITZ DOHEERIET Fr.

2 4. FEBEET. Sx10'ERORIGKRB24REHMICHBIT 2 & MR ICSH S 3LD50
fEAS, MR, 5x1 03 R O R 148 IC B3 1) S @M i k3~ B LD50E D 1004%
PLETHBEREI~ 7 OWTNNITREDOHUE X ITZ DHEERINT Fr.

2 5. MEREET. 5x10'R UK R 245 RIS B 1T 5 & MEFHIE I 3 5 1LD50
fEAS, A2, 5x105K OV B s F 48 BE R 12 38 V) B M I 1 5 37 B LD5 04 o> 100455
—1000fE THBFHERE 1L ~ 7 OWT NN DOPUER XEZ DHERERIRT .

2 6. MR XIVEOCKRSRE24RBEICHBIT S b MBS 3 5LD50
DS, HRE2. 5x10% K OV RS T A8 RS 1o 35 V) B A MR 1 3 3~ 5 LD5 04 0 2504
~1000fF THBHRE 1 ~ 7 OWT NN IR D TR I Z DHERERIBTFr.

2 7. MR SXIVROREEM24EERICBT 5 & MBI 3 51LD50
A, MA2E2. 5x10° K ORISR R AR 12 35 V) B MBI+ 3 5 LD50ME o0 1000
BFELALTHBHEREL ~7 OWNTINICEBOIUAEEZ DOHERERIBT .

28. RISBEENVII~I2VpITHSERES~2 7TDOWNWTINNITEHDH
R X2 DHERERI BT A,

29. JEMIEAColo205MITHDERE2., 3. KU1 4~28p0nwTFh
AT R ER D HiAR X3 O RE I BT .

30. EMEAS, Colo205#fE. U25LMNfE X iXJurkatfiffe TH 25 RE 2 X
W 3 REE DO FAR XTI Z OBEBERIWT .

31. EBOHBEMHIL. XIIEEEREI TSN TESIHEREL ~
30 DT NNITEEE DI ITZ DHERERIET A,

32. [EE. XKBE. SEBEERE. e, % HEE. EaE. Sk
B, BERE. BImRE. U NEE. THiRRY OB, SREMEEHEE. BiE. EEE.
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FEER. TENBE, JPEE. ANE. FEE. EEREELAE. KEE.
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